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gum 

#Fit-i ^m^m^m-r^m, &mzmtfLfc&m\<^fcm : }&mm. m^mwv 

jhW#r£^<l!8-^LTV^i;j. Biol. Chem., 267, 10931 (1992)] 0 skW ff^(*. ikW 

*MS©i6;fe. HtStfciJ:^ fE^Sti, Jfctf #tf££ft5iiSJ:0*5[J. Biol. 

Chem., 267^ 10931 (1992)] Q JfiLtffr^SrfiSH'SH^LT^ vascular 
permeability factor (£*Tx VPF t$&W.~$~Z>) x vascular endothelial growth factor (£4 
T> VEGF £B&ffi-r5)2**>0(JB*T\ VPF/VEGF £|E"t~) , n^e>tt»^iBSJi:*5»t 

tl/tV^S [Advances in Cancer Research, 67^ 281 (1995)] 0 VPF/VEGF {i^^E-y-Y 

J^&S^H^*^ 4 ^©ISft'fc!3 4 1983^iClfa.'i : ^i®tt{Eil|g^(VascuIar 
permeability factor: VPF) £LT[ Science, 219, 983 (1983)], 1989 ^i^skW^&M 
Ji&itiJiiH T-(Vascular endothelial growth factor: VEGF) £L"C[Biochem. Biophys. 
Res. Comm., 161^ 851 (1989)]$8^£*Wc;^ % cDNA ?v—~>lf(D%g^ pj#«|5] — 
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<D%W^&5Zt$WMbfakte<>tz[Science, 246, 1306 (1989); Science, 246, 1309 

(1989)] (J£*T, VPF/ VEGF « VEGF kfc~f-) 0 VEGF ©SH4tLTtt^n*-CJJl, ifo. 

Wrt&i»Hia^-t"5, [Biochem. Biophys. Res. Comm., 161, 851 

(1989)], MMi&mfe&U. Immunology, 152, 4149 (1994)] , pt^n^D^T— 

{ES17£t£[J. Cell. Physiol., 153^ 557 (1992)], ^ndr^— £\ tPA ^{EiS?Stt 

[Biochem. Biophys. Res. Comm., 181 , 902 (1991)] t£b*&%nbtlX$5Y), in vivo 1^*5 

V ^ifc^ff^fEii^i* [Circulation, 92, suppl II, 365 (1995)] , 

t£ [Science, 219, 983 (1983)]/^^^i|^*-e^c:^pf ^ HTV^5 0 VEGF ttlfrW 

^fiifcT#^t4<Z>i^itfiiH^-e&9 [Biochem. Biophys. Res. Comm., 161, 851 

(1989)] , ^fcmRNA^^/P^^-^^-^^^i/^^Alternative splicing)t-J;«9^ 

*0^^54@^<7)SeK^^-t-5-^^^^$^ ^ xv^6[J. Biol. Chem., 67, 
26031 (1991)] o 

BJMidOV^tt, [Cancer Research, 54, 4233 (1994)], ?U® 

[Human Pathology, 26, 86 (1995)] , MMMU. Clinical Investigation, 91, 153 
(1993)], $HL^g[Cancer Research, 53^ 4727 (1993)] , #PH0 [Cancer Research, 
54^ 276 (l994)]tj:l?(D&<<DlibmmMMlZ.&i1r?> VEGF OSjg^aMS^jh/Cl^o * 

fc, fLSS#cojffl^^*5lt^ VEGF^m*£&#^£#^£<^Wt*^WLfc^ 

JH, VEGF M&mkmte, VEGF l£^ffi^Jt^TBi0lfcW£r£^^T-ifc9, 

a>o vegf m%&m.mm<D%m&#n, vegf ig^mflWo?Liaa#ic:i:b^T^# 

^^MfiVN^^K^^^o TV ^[Japanese J. Cancer Research, 85^ 1045 (1994)] D 

VEGF ^y^xn^/^m^mmmMnm^^^t^m^tlX^ ^[Nature, 
362, 841 (1993)] c K^^ldfeltStMl^Olfe^^^/KeijaVNT, tit 

VEGF ^y^P-^7^^«^^^«j$IJ-e#5-i:^^^$tLTVN>5 [Cancer 
Research, 56, 921 (1996) ] 0 fcHZJ&t&W*. 07Kcp{-i^a>S(Z) VEGF ^ffi 
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[Biochimica et Biophysica Acta, 1221, 211 (1994)] 0 

IE+BPi-Sr^^^$tbTV^-5[New England J. Medicine, 331, 1480 (1994)] 0 
•^•/^(Om^^^fMZ.^^X^i VEGF tpfP^y^n— ~r/Utfifo(DmPH& J i-iZ.£.Y) 

VEGF m&*toM^ZbfaW&&*mffl£frZ^ktm&&frX^Z>l Arch 
Opthalmol., U4, 66 (1996)] 0 

mamwv^^m^fDmww'p \z.n vegf ^mm^x^tix^^^t, mw^ 

VEGF &m±-fZZtj>m&&frXb^Z> [Journal of Immunology, 
152 , 4149 (1994); J. Experimental Medicine, 180, 341 (1994)] 0 

vegf ^i^t^xn^n^x^mi^m^^^-r—^rvj-Km-r^ fms- 

like tyrosine kinaseC^T^ Flt-1 tV&s?,~tZ>) [Oncogene, 5, 519 (1990); Science, 
255 , 989 (1992)] #5 <£ kinase insert domain-containing receptor (J^f, KDR £B& 
ffii~5) [W092/ 14748 ;Proc. Natl. Acad. Science USA, 88, 9026 (1991); Biochem. 
Biophys. Res. Comm., 187, 1579 (1992); W094/1 1499] ^^^$tlTV>5 0 Flt-1 & 

fiL£Qtj:Z>ffi1&fHmi$,k&ft1rZ, ft^-m 180—200 ^^/^h>-(7)fmm&Mxh^ 0 

VEGF Flt-1 43«fctr KDR Kd «S 20 pM %>£Tf 75 pM T^tfHO^U 

^fc Fit-i *3J:d«kdr nsk^^^mm^^m^mm.i^x^^tm^nx^^ 

[Proc. Natl. Acad. Sci. USA, 90, 7533 (1993); Proc. Natl. Acad. Sci. USA, 90, 8915 
(1993)] o Flt-1 <Dm*te#i!&lZ*5tfZ%&m^\,^T}^ t^Jt^7^h-7ailO 

m^ik^iH^m. [Nature, 359, 845 (1992)] N thmik&Bmm&mm&L'&ft&m 

J&[Cancer Research, 53, 4727 (1993)]"C % JE1Rlf^<D&&lft&.jMJ&\Z.\£'< flt-1 

^Mg&ojfaf^&jTO^&^TVf^^ situ 

hybridization) \Z.£Y) flt-1 mRNA (Dm^H^htl^t^mB^tVX^^U. 
Experimental Medicine, 180, 341 (1994)] „ ^^tD^li, flf jUlfc^ff^i-^T 
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VEGF-VEGF U-fe^— Flt-1 m^fi^/^flJ^^cbTV^2)r<^^^<^l^-r§t 

<DX*hZ> 0 Flt-i vegf a^-^-rsri, iNBfl&rtRpHVtfSg Ey:/$Hfc£*v5^<W s 

^^^tlTV^^CScience, 255, 989 (1992)] x g£LV^fE^oV^te^T*&5 0 L 
tf*U flt-1 atfe^^^Lyc: flt-1 J^T^Y^^\^^Mm<DM^0^^ Zfi 

8.5 ~9.5 &BX*?£t:1rZ,z.bfrb, Fit-niifiLWff^^nt-SiklfF^^M^WflS 

^^^60^^m^LTV^^jt^^HTV^ [Nature, 376, 66 (1995)] 0 
£*Jbtf>::£/!>^ VEGF^ffc Flt-1 fcjjg£»U Flt-1 {^-r-S^fP^SrW-rSfei: 

* 

Clin. Oncol., 2, 881 (1984); Blood, 65, 1349(1985); J. Natl. Cancer Inst., 80, 932 
(1988); Proc. Natl. Acad. Sci. USA, 82, 1242(1985)], &Cfc&te J $><?])7'7>'Z.£ti 
tdOU. Nucl. Med., 26, 1011(1985); Blood, 65, 1349(1985); J. Natl. Cancer Inst., 

80, 937 (1988)], ^tfls:rof^^im^CTL*5^^btl,TV^[J. Immunol., 135^ 
1530 (1985); Cancer Res., 46, 6489 (1986)] „ 

(D*:J?v— ^/I^#£fchS^^#&5V^fchM CDR(complementary 
determining region^T, CDR bf&&.1rZ>Wk'&^ihZ>) T&WfcW (S^fifcfcMKftO <D 

fet^S^-efeS^t^-efc^CProc. Natl. Acad. Sci. USA, 81, 6851 (1984) ] s tM^S 

6 m<DX*&Zk*m&£tlX\,^Z>lProc. Natl. Acad. Sci. USA, 
86, 4220 (1989)] 0 fch-M CDR ^Stn^Jithfctftw CDR £tH^<^I&^ft^£t 
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fc<D CDR £g&Lfc^#-Cfct> [Nature, 321^ 522(1986)], iM'SrJBV^Ufc-C-r 

<5[J. Immunol., l_47 i 1352 (1991)] 0 
t£oT. th VEGF g^ffc Flt-1 ^^■LT#^^^^i--5dr>^^[fls: N fcMfcfctffc 

tlOlSfl^, 3t^X^it^{^j:«9, -#$t#L#[ Science, 242, 
423 (1988)] &£^J3^;VK7^K£^Lfctft [Molecular Immunology, 32, 249 

(1995)] <H^ofc, J:'9/^$^^^'^Fc7)f^$5i^^T^i^TV^5o — KW&Kfo*?*/^'? 

teh*i/^k<Dm&ft<Di¥Mi>ftt>tl, fem$im>MfttStlT\< ^ [Cancer Research, 
55, 318(1995)] 0 tfcoT, th VEGF Flt-1 ^fctfr&J: 

%&m, ^m-r^r^omm^m^isbhtix^^o tncth vegf Fit-i 

^^{*, J^T^>(l)~(68)i^git-6o 
(1) th VEGF S^ft: Flt-1 ^^M^^Sf&i-Sjte^Jtetfe^-^tflCo 
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m&£frZ)Vi&*:&'£ir&o fce^teJfcttfctefci&v^ ^y^ti—j-^^cD^m 

(2) th VEGF Flt-1 <Dis4T1-/l&M$r£tt N ^yfift*»fe 750 # @ 

(3) th VEGF Flt-1 (OU^/umm^tt N 5|5iHT5yito6»fe 338 ^ B |d# 

(4) fcr- VEGF S^ft: Flt-1 (Oi/tf±A<fflM$:St£ N 3fc*S&T$y^a>&f&;t-C 100~ 

(5) th VEGF Ofch VEGF g&fls Flt-1 ^£>;f£^3r|3§.*U i&vofch Flt-1 fd^-fS 
■ff0^tt^#-rS±IE (1) l2ic^it^m^X.^ 0 

#3SW<Z>#i:teWr;t«\ th VEGF Flt-1 (c^M^t^^i-S^t^^JfefeS 

Fragment of antigen binding(Fab £B&f2i~5). Fab\ F(ab') 2 > — ;fc#Hnffc (single 
chain Fv; J^T, scFv <bR§fcH~<5) te^tJS^/l'^K^^b^ffcWisulfide stabilized 
Fv; £ATx dsFv tB&IEi-6)^^-r^ 0 ^T, th VEGF Flt-1 Ktf&ttKlK 

^•t-Stt^fetttt^WfK'SrSCth VEGF Flt-1 infrWfE-TSo 

(7)fcMfctfc#tf s , tMTtffc IgG M^Hi~S±|2(6)|2m^feT:^o 

ffco 

"T^igtii V mt&kLX HV VH ^t>#-T)*3j;l^e0Bl^^^(J^T> *mm 

« L 0£LT LV VL irfeffc-*-) irth^Ofi^^^^ CE*T\ ^^M^fi C 
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'T/l'tflfc*£.m-rz>^7 f })h*—^J:>0^ VH &£X$ VL £rn— Ki"* cDNA &&#L, 
#3gWcothM*^^frco$|i£i:LTt3:, v^T;ftcD^A/^n:/!;:/(j^-F> lg iB&IB 

^s^^mi-^cot^v^ igG ^b^a igG mizm~rz> i g Gi,i g G2, 

i g G3, i g G4 m^j^yyv-fyiso) C IgJ^W^H^o 

thM CDR ^fitfctffcte, tMftffcco VH *5<TO VL CD CDR %th£Xfr<DW)yo<D#l& 
CD CDR Sa^JT^tL^tbg^Lfc^t^SrE^i-So 

*mW(D\lYm CDR fNfifct&te, th VEGF Flt-1 td^Mtfrt^^-TS, th 

UtV<DW}ty><D%Lfc(D VH &J:TJ* VL (7) CDR ffi^ljTi^ScDtHftftco VH *5it^ VL 
CO CDR lam^avetbg&Lfc V -gg^n— Ki~S cDNA &ffi§&U tHftffccD CH 

tt^AL-cthM cdr &m#ifc&m.'<??-z:ffimu mwmm^mAu mm,^ 
*mw<Dthw cdr &m$Lfc c mtgxDmmtLxtt, v^Hco^/^n^y^og) 

f^Xlzm-fZttVXh^^K IgG I, £b\Z IgG Mi-Jl-rS IgGU IgG2, IgGS, 
IgG4 m<D4 J^/^tiyVXD C mi&&ft~£ls\<\ 

(9) thik#tfc<Dtfifc VH CO CDR 2*, @a#J§-J§- 5, 6 7 B2fcCDT5:y^gfi?lJ;£7c: 
f2g2?ij#-f§- 11, 12 *5,ra 13 IB«coT^^ifl^iJS:#tf±IE(8)|E^cotHt:^c 

(10) tMtfctffcCO VL CO CDR J&S % m&m^- 8, 9 *5cfctJ* 10 fa«£coT5:yMffi*U£fcte 
ia^ij#-^- 14, 15 &£t^ 16 IEmc0T5:y^ga^J^tp±|E(8)f5«cotH^^ o 

(11) fchM*y^t{fc#\ VEGF g&# Flt-1 {JKKFSWi^RJES-rS^^n— ^/V 
tftfrco VH *5J:U« VL fc, fcMftftco CH rJoitF CL £>0>k&<5, -hfB(8)|E^cothM 

(12) VH *3J;V VL COT^y^gE^IJ^, ^y^n-t/^f|s: KM1732(FERM BP-5698) 

^/Mftft KM1750(FERM BP-5700)#^iite>b6^yyp— ^/Hftft: 
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<D VH *5j;t* VL <DTKSmmntmZT^;mM&\%ft-fZ>. ±BE(ll)lEtt<£>thM 

(13) vh (DT^sm%zmmz?mw 86 &tzn 88 i£ie«£HfcT5/&ia?y-efcs, 

_hfB ( 1 1 ) fB«<£> t hS^^tfcfco 

(14) VL <7)T5:/^I2^J^gfi^iJ^:^- 87 &fcte 89 ^faife$;ftfcT^^gs?u-c;fc5, Jt 
IE (1 1 ) fBf^fchM3f ^fctfo, 

(15) vh <z)T^y^ia^j^ia^ij#:-^ 86 mm<Dr%yms^n^^ vl ot^/^is 
<i6)vh <DT^y^ga^j^ga^ij#^ 88 mm^T^ymmn^^ vl or^y^ia 

(17) fch VEGFS^flCFlt-l ^SWldSJC-rSfchS^^^frjJS, KM2532 
KM2550 a»bSfc£;h,3-LfB (1 1) fc1R<DKhM.**7tiLft 0 

(18) _b|B(ll)'—<l7)©v^^io|i|a*<Ofch VEGF Flt-i f£#M#jtc: 

KJtS-rSth^^Jt^n— K-TS DNA 0 

(19) ±ie<18)|BitO DNA hPlsfJ^ttyV^V*— pKANTEX93 tSr^Wi"Sli 

(20) JL15 (1 9) fBifcOjjfii&X.^^— ^^EMmzM ALTtf ibtbS^SfiJte&fro 

(2 1 ) _L!E (20) H2it<^^«^^^l#J&ic:i#^L, i###>cp (£_tf2 (ll)~ (17)12 

(22) thM CDR ^flltfcfltfSfch VEGF Flt-1 i^mm^fc-fZ^Sfti — 
^/Hnffctf) H m^it^ L m<D V CDR fc, fcHftflW H #(:Jo L C ^ 
*5<fctF V i«7U^!7- ^fg^t^^6*l^-Cfc5±|S(8)|B^<Z)fch^ CDR ^ 

(23) thM CDR &m#Lft<D VH <Z) CDR S2^J#^- 5 % 6 *5«fct^ 7 £fcteIfi?IJ#-5§- 
11, 12*3<tZJ« 13T?&5 X ±|B(22)|2ic(=0thM CDR &$HfL{#- 0 

(24) fchM CDR ^fltfctffcCDVLcD CDR tfS, 1B^IJ#-^- 8 N 9 *3.fct* 10 f2*6<£>T^y$? 

mn~£tnz.m$m*ir 15 *5j;t>* 16 mm^T^ym^mx^^, jiiE(22)i2^ot 
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hm cdr mmtKW-o 

(25) thM CDR fflffitfrt^ W$m%- 5, 6 *J«fct* 7 mWL<VT^;mWM* VH (D 
CDR £LT-^, fa^>m&m^ 8, 9 *3J;U* 10 IStt^T^yiftBB^JSr VL (7) CDR £L 
T^tf, _tfE(22)fE«6<£>thM CDR ^UHftfo, 

(26) thM CDR &m.ffibiiK IB^IJ#^- 11, 12 *3«fcU* 13 g2*fe<Z>T^ygfcfE?IJ$: VH 
<D CDR £L-Ca^ **ofi9J## 14, 15 *JJ:V 16 HB$c<DT5:/^IS?y£ VL (7) 
CDR tX^XiStS, ±IE(22)IEife^t:hM CDR feffitfiWo 

(27) vh ^T5:y^SB^J^iB^ij#-^ 90 BB^T^y^ga^j^-g-^., vl cdt^/^ie 

m&Wtfm^ 92 gE*c<Z>T^/^iE?iJ£r^ti\ ±IE(22)IES^thM CDR ^fctfo, 

(28) VH (DT^SfflMZU^Wm^ 91 *fcttia^lj#-^- 95 (DT^mMm^^, VL 
(7)T5y^ga^J^|^J^:-^ 93, gfi^lJS-^- 94 Sfcfigfi?IJ#-^ 96 cDT^/^Ifi^JSr^tf, 
-LIE (22) fSM<OMYm CDR &mtfifco 

(29) th VEGF ^{fc Flt-1 id^M^Ji-SJ^-t-SthM CDR &tt$i;fttt*, KM8550, 
KM8551, KM8552, KM8553, KM8554 &£tf KM8555 }&>b&t£H5_bfE (22) fE*c 
tf>fch§i CDR ^Mfctfto 

(30) _b|E(22)~(29)(DV>-rtb^lO(c:|B«6<^th VEGF ^Wffc Flt-1 
S^-TSthM CDR #*tfctffc£r=i— DNA 0 

(31) ±fE(30)iE*itf> DNA W^5*A;&-feyH<^— pKANTEX93 ^Sr^WfSlfi 

02) jlie (3 1 ) mm(Dm&^??—%m^mmzmALTmbfrzmm&&&o 

(33) JtlE (32) HE*t0^a«|fc&#£Jgifcj;L;lg*L, JJ:_LfB (22) ~ (29) IE 

(34) ^n[^Kff^^, Fab, Fab', F(ab>) 2 , —*m%Cft&£Tfii?XA>74b'&feik Fv #><b 

«t0S«!tt5V ^ jh,a»l oT*£>5, ±gE (6) fE*c<£>inf£ 0 
Fab «, IgGc^t^v 5 ^^^^:^) H ^£^LTV^2o<^;*/l^Kii&^<D±^ 
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*mW(D Fab tt % fcb VEGF Flt-1 Id^pRW^KJt&i-SttfrSr/^^^a 

LT#Srt^^S 0 mtiifc(D Fab ^jt^—K-TS DNA £®j^iNH/!&/jl3g 

Fab'te, ±|E F(ab') 2 (DM^Jf^J^/Vy ^Y^^mWi^tzL^mm 5 ^ Otfjjl 
*38Wtf> Fab'fi, fch VEGF g^ffc Flt-1 fc#J|l$teRJS^3tt#&il5G#J$^ 

dna ttrnwrnmrnsm^vz— jujpau t^^^-^ib^^iia^^A-rsciirtcj: 

<93§i&£-S:, Fab'^it-rsrt^x^^o 

F(ab') 2 IgG(Dt^i^^(D2^0^7^7^K^^CDTg|S^^mhy^ P i/^l?^^ 
LT#b*Wc, 2o© Fab ^^t^^^T^LTtll^^ttf^ #^-*&) 10 ^<£> 

F(abo 2 vegf Fit-i ^wmm^Rit-r^^hv^u^ 

F(ab') 2 *mmirZZ.t&X*%Z> 0 

. scFv — VH VL ir^ii^^^^^Ky 

^-(J^T, P £ffc^) £^Ti§^Lfc, VH-P-VL &V^U2 VL-P-VH tfV< 

^Ftefrrfo *&WX*tiim£frZ> scFv iz^&tiz vh *5J;0? VL te, *mW<D^; 
#»W<©— ^SttMfrtt, th VEGF Flt-1 (;i#^tol^j£lh5tit#:£:4£0 

< 

-TSW^yK— r<fc<9 VH 33«fct* VL Sra— K*fS cDNA SrEt#U — ^fctti^gi, 

*<??-*mm.tdk, m cdna st^^^-i^al, *Ji§a, mm, *>5vms 

i?W7^&j£4k:tfifo(SAT. dsFv fcfcJffc-T) fct % VH VL ^O^H^tblT? 

frfeO&V^o ^^^ftSliitife-rST^/BftaStt Reiter bliJ:»9^$<x^jfe 
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[Protein Engineering, 7, 697 (1994)] {d^oT, tfltt.(DM.{fcMm^miZ.&'3\, ^T^1 
tRi-5^fc^-c#5 0 ^W^^^^KS^bfit^J^^HS VH fcSV^tt VL ft 

*»W©^A'7^K3je3eYktltfrtt, t:h vegf g^ft: Flt-i S 

mfct*M~tZ>'^-7y\!-- VH *3«fcr/ VL cDNA £r&#L, i£ 

cdna sni^^m^^— }-#au, mmm.^^—^mm. fo&v&wa 

(35) —*LGmfti>K SKfcV> VH fcJltfVL £r£tf, ±IB(34)SBtt^— *«tn:fro 

(36) — ;£g(fct#<Z> VH *5«fctr VL <£>T^/^ga?IJ#\ VEGF g^ft Flt-1 J£#m 

_h|E(35)|S«c(D-^:min:^c 

(37) —^^^(7) VH *3j;t5 VL <D CDR OT^iiB^J^, t h VEGF ^tf^ Flt-1 

~r;v%ifc<n vh *dJ:t^ vl cdr <DT^y%tm&lkffl 

CT^ym&\l*m-tZ>^ _h|E (35) IB#<Z>— #£$t#o 

(38) — #«if£<7> VH VL OOT^y^lB^J^, ^ft^timfm^- 86 *5.fct* 
87 ^fcS^y^n— ^/PjnlflscD VH *dJ:U? VL OT?/g£g2?iJ£|W)CT5;/^gd?lJ£:W 

-bIB (36)12^-^^0 

(39) — ^iifciftw vh 33 j; t* vl ^r^/^ifi^ijas, ga^ij#^- 88 *5«trj« 89 -cfc-s^e 

y^n— r/lstfi&cD VH *3j;tJ« VL <7>T^/^i2^J<b|igCT^/^g2?iJ£Wi-<5, -tI2 
(36)fB^-#«£fct#o 

(40) — ^iiCi'tftW VH *$J;tJ* VL (7) CDR <7>T5:/&i2?IJ;a5, g2?'J#-*§- 5, 6 &£X$ 7 
BB^cOT^y^Id^J^r VH (7) CDR kLXiS^ ^og2?iJ#-§- 8, 9 *5j:t* 10 IBife^T 

vl <t> cdr ^lt-^&n _lhe (37) tzm<7)—*mtfLft 0 

(41) — ^g^t/t^W VH *5J;U* VL <Z> CDR <DT^/&|2#j3S, gB?lJ#-*§- 11, 12 *3«fct* 
13 lE^OT^y^ga^lJ?: VH (D CDR £LT^, /^og2?lJ:g-{§- 14, 15 &£Tfi 16 IE 
i^T VL (7) CDR ^LT^i?, _L|a (37) IB^cD— ;fcg(£ifto 

(42) — *m&ifc<D VH <©T5yBffia5U*SE?U#-^ 90 IBtt^JT^yifeBa^JSrg-*., VL 

(DT^/msmmwm^ 92 iBm^r^/^ia^j^-g-tf, ±fB<37)iB#tf>--;*:«(*t 
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(43) — ^.mxKfo<D vh (DT^/mwMfr^m^- 91 titn^m^^- 95 <Drxym 
fa#j&-^^ vl (DT^ym&w>m&m^ 93, ga?y#-^ 94 *7mE#i## 96 or 

(44) i?*A''7>t) t &l£{tifctt&K IfcfcO VH &£Tf VL £r£ii\ ±15 (34)fEtt<Z>S^* 

^iSx/uyjb'&mktfitiw vh *5j;tj« vl <£>T5:/^ifi3W, ^n^ttth* vegf 
Fit-i ^MtfjtdS/fti-^/^— ^/^tn:^<D vh *5j;tJ* vl <DT^;mEZ 

(46)^^7>rK5fe3E^0tflK<O VH *5<tt>* VL <£> CDR <7)X^/^Ifi#|;a\ ^tfl^flM 

V vegf Fit-i i^H^^I^-rs^ey^n— ^-/w^tflso VH *3J:t* VL <D 

f 1- / L 

86 *3«fctJ«87 -efcS, ±IS(45)f2^> ? ^/^^K^^fbtT:fl!: o 

(48) v f ^/i-^F^^'fbtn:fls<^ vh te^v 1 vl or^/^gayij;^ ^-tL^^I^J^-^ 

88 *5J;U* 89 -C$>5> ±SS(45)SE^(7)v J ^/P^K^^t:fet^o 

(49) iSXA-^F&feiktfL&iV) VH *3 VL (£> CDR <DT 5/^fa?lJri\ gB^J^^- 5, 
6 *3«tTJ« 7 |2«t^>r^y^ga^lJSr VH <D CDR irLT-g-^ ;*»ogfi?IJ#-i§- 8 N 9 

10 I2^(7)r^/^ifi^j^ VL (D CDR £LT^ti\ ±IE(46)IB«©^^7-fK^^t: 

L ' r / I - 

(50) ^^U7-rK5feSfkttflcO VH *JiV VL (7) CDR <£>T^/&g2#J#\ E?U#-^- 

11 12 *3«tv 13 isit^T^^BB^J^ vh <z> cdr tLrcs^ a>oga?ij#-j§- 15 

*5<fct)« 16 ffi&<D7$SWtmm$: VL <© CDR £L/C£tf % ±SB(46)|24fe(D^/V^K 

VL (DT5/M3Wg2?lJ#-S§- 92 fE*fe<7)T5;/^ga?iJ£r^if , _L\fE (46) 12*t 
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(52) ^/u^K^^ktn:^(© vh <DT^ymm$M$m.&m^ 91 tttem?m%- 95 

<DT^;mm&i%^^s vl (DT^ymmmmfm^- 93, 94 tttemm 

(53) ±12 (1) i-f2fc£*Wcth VEGF ^{fc Flt-1 i^mm^Rftir^'B^'B^: 

zMfoco H ^ v ««*5J;V l m v ^(75 cdr ft5T^&jK3&J&-£tf^ 

(54) H ^ V M^C*3«ttJ« L m V CDR 5, 6, 7, 8, 9 *5.fct* 10 ffi 

(55) H^V^*3j;-a«L^V^O CDR IE3«-5§- 11, 12, 13, 14, 15 *5 it/ 
16 IB«c^r^/^S2^^31^H^>/i<^lT^^ia^J^tp, _hSB(53)SB*a? 

(56) ±12 (i ) ~ (55) (D\ ^irtiMzmmznrd&itii&tite^T'^FdK tkto&mGLTo 

*36W<0tt^ffite*fcKt|«^^:^ra x fch VEGF Flt-1 
— cDNA MS&fCSr^— cDNA ii^^m^^— t^jfA 
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mw$z£m 1996^ mtit^mm^±)]^tcn^^t2=2^^^uh^7>^ 

(57) _h|E(l)~(17), (22)~(29) N (34) ~ (56) W^Ttlfal'DiZtZmZftfriTLfc 
£fcte^7°^K£/B^T, th VEGF Flt-1 

(58) _tiE(l)~(17K (22)~(29), (34) ~ (56) (D\ ^fr^o^feg^frfc^ffc 

^^t^kst/b^t, th vegf Fit-i ^m^m^mm-r^m 0 

(59) _h|E(l)~(17), (22)~(29) N &A) ^ {56)(D\^fofrl^\ZU1&&tltdfjilfc 
-tLtzn^Zf^Ytem^^X, pj^ttth VEGF g^ft: Flt-1 *?m i ¥&}\Z-m&~rZ>J}m o 

(60) _h|E(l)-(17) > (22)~(29), (34) ~ (56) <D\<^Tfrfal^iZtd>ffi£tltc.tfLfc 
*fcte^^R£:/B^-C, Bl^tttN VEGF Flt-1 ^^^^^^^0 

(61) ±|E(1)~(17) N (22)~(29h (34)~(56)(7)V^-rtt^lO{^|e^^c:^ 

*fc«-<^K^fflv^T, VEGF ^{fc Flt-i ^mmmmi^mm.^mm^m 

(62) _b|S(l)~(17) > (22)~(29) N (34) ~ (56) C^TH^lo^lEm^fdftft: 
*fc«^^K^VNT, th VEGF g^ffc Flt-1 SrM^ffi^mLfcW^^ 

(63) _t|2 (1)^(17), (22)~(29) N (34) ~ (56) (7)V^^lO(cl|S«fe^/c^ 
^fc^^KSrfflV^ th VEGF £th VEGF S:^^ Flt-1 tcD^^mm-T^ 

(64) _h|2(l)~(17) % (22)~(29) N (34) ~ (56) C0V^^lo}d|SS$nfc^ 
^cfi^^K?rffl^T, th VEGF g^ft Flt-1 m^^^fP-t--5^V!feo 

(65) ±ffl(l)~(17) > (22)~(29) N (34) ~ (56)cr)V^^^lO{,l|2«$Hfc^ 

(66) ±!2(1)~(17K (22)~(29), (34)~(56)<7)V^-r^^lOic:|Em$t^,^fls 
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(67) ±|E(D~(17), (22) -(29), (34) ~ (56)<D\,^i%fal'OlZ.mm£tLtz.tfL& 

(68) _Lf2 (1) ~ (17) , (22) ~ (29) , (34) ~ (56) <D\ ^TH/^lof;ifE«£$;frfdftte 

J^T{-, th VEGF g^ffc Flt-l lC#S^^RJCSi-S, *fc»4tb Flt-1 5* 
fP^^W-T^th VEGF Flt-1 tMb^ft&J^fclth VEGF Flt-1 

^#lfr/i-<Z>§!ii£&U t£bmz.t$&Lmz.£Z>KY VEGF S^ffc Flt-1 C0^ttl*5j;t)«^fi 

m^\,^xmw-fz> 0 

1. £tth VEGF gWffc Flt-1 ^EV^n— ^/Hfc#<Z>®lj£i& 
(DtaJ^coM 

#tth vegf Fit-i ^ytzi—i-si'iTLft.&fcm-r z>tz.$>\z&w£tjimk\sX 
n s th vegf s^f*: Fit-i &mi&mmiz5&^itmi&&&^n*<Dm&mmft. £ 
&&(D^f£&mmfrm^^&"i¥& ) &KY vegf Fit-i ® 

th VEGF g^ffr Flt-1 &*BJS^ffifc36m^SllHJte£LTfcJ:, NIH3T3-Flt-1 JjfBJ& 
[Oncogene, 10, 135 (1995)] Z^t&X%Z> 0 

Jtte^X^#j3M&£/BV>T, th VEGF S:^^: Flt-1 K-T5 DNA 

#U T^y^Oft^^^^S^^M^^ri-S ol^teth VEGF ^m-fc Flt-1 s 

th VEGF Flt-1 R^S^ftfcSVMi^c^^Jf cDNA [Oncogene, 

5, 519 (1990); m 1 80 0 &4fe^£*l^88 • 3ft ft £ WM, ftM# 2P- 
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227(1995 ^ 12 M) ]£il^&^n^r~ ^~T^J;i^ALfcM^&;i^^~£itf& 

Lx ^n^W^M^A-r^^iCt^m^tLfcth VEGF ^m-W Flt-l 3§ja*&u§&£, 

ji^^lti^^^ig^Sr^^Jc^^rtSfc^^JiWfpiCth VEGF ^m-W- Flt- 

5&<Z>-C&*U3\ V^frl/-ekJ;V\ iliLTIS, J^>:n!JfcT QjJ ( Escherichia coliK 
/^/l^-X:/^!);* (Bacillus subtilis ) f (Dx>>x!Jt71, '^/I^JS^<£>>fcB® Wll 
^^tb5 0 Bp-S^L-Tte, f-^^p^-^^.-^Ul^i/Ji ( Saccharomyces cerevisiae ) N %/V 
■^•■ytsu^i^ -/K^^< ( Schizosaccharomyces pombe ) # WJ^^tt^n Ift4^iS©J3&£:LT 

^^-©H8lfiT'fc5CHO»^^^*§ti5 0 ^AiHBJiairLTt*, Sf9, Sf21(^r- 

^^Vf±§5ih High Five(^>-tf hn^^±M)^W!j^$tb5o 

ifax&^x%zh(Dx&frm^tez^??^xi>m^^ztfrx%z 0 

MM, M?Ll-£=^i/*ytT • ( Escherichia c^^^LT/BV^^^tf^Jg.*^ 

m<D pGEX {-Pr^^T^m , pET i/XrA C/^v^tfct!) &<^0iJ^£*v5 o 
^®^<Z>i&&;^^— <^A;fr&£LTte:, ^Bffi^DNA^A-r^^jfeTfcti, 

fc£\ ^J&kf, #^V^^>£/Bl^;fr?£[Proc. Natl. Acad. Sci. USA, 69, 
2110(1972)] % ^nh^^h^^UBS 63-248394)^, V^;ftO;^bfflV^H3o 
B?S£r#3E<tL.Tffll>5i§-£-^f;i, ^i^^-^LT, 0iJx.}^ YE P 13 

(ATCC37115), YEp24(ATCC37051) x YCp50(ATCC37419)#^v>f>^§o 
^■S:^<Dmife^-<^^-<7)^A^^^LT«, ^S^DNA^Ai-^^&Xfctt 
0!|;tte\ rtW^hnTKl^— v'aV&CMethods. Enzymol., 194, 182 (1990)] „ ^y^u 
^"•7^-bfeCProc. Natl. Acad. Sci. USA, 84, 1929 (1978)] % ffiMV =$-*7 Aj£ [ J. 
Bacterid., J_53, 163 (1983)]^ V ^-ftb<D^^fflV ^bthZ> 0 

wj^fmm^m±tLxm^^m^\t, m^tr-tLx. m*.^ p ageio7[^ 
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mW- 3-22979 ; Cytotechnology, 33, 133 (1990)] , p AGE103 [J. Biochem. 101, 
1307 (1987)] 9?flSffl^e>*t3 0 

t>«£V^5, 1^M#n^/I^(CMV)(D IE(immediate early) MB^<DZfu^e 

— 9— x SV40 feSV^^P^^^cD^n^e— ^— ^tfSfctf ^tb-So */c, fchCM 

fe-C&*U3\ ccWMaatfU— iXg^i [Cytotechnology, 3, 133 (1990)], 

i^/^Aftdtli? 2-227075), y^7^^ 3 ^[Proc. Natl. Acad. Sci. USA, 
84, 7413 (1987)] t? % V^ft^fefcfflV^fbSo 

1~34), /<*aO^^->f^^l/s'i/gV<^-X, T -7^hy— ••*~a.T fls 

(Baculovirus expression vectors, A laboratory manual)^ {C|S^c$tV7b^'i£{i:J:oT, 

Afc^MA^??— £LTf2, 0i|XLfcf, P VL1392, pVL1393, pBlueBacIII (£t>K>f 

777 I *y7t;^*-^|/T--JK!J^Kn v-^. • r> (Autographa californica 

nuclear polyhedrosis virus) fa^&ffll/^btl&o 

227075), y/K^^^a^&CProc. Natl. Acad. Sci. USA, 84, 7413 (1987)] ^^v^ 

77~^xytt|!|/^ i n^WPK^-^-^y^if?rffl^TiiS^x.^ 
^n^/W^ft^Lfctf?^, ittfxliLfcSi9, Sf21&5V^2 High Five ^(^IL&Ma 
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[Bio/Technology, 6, 47(1988)] 0 

312)15, =J—/UV^V>^—y<—^-^^ (Molecular Cloning 2nd edition, Cold 
Spring Harbor Lab. Press) New York(1989) (J^T, ^U^tzj.^ — ^n— ff2)& 

m&£"£Z>m bWtVXte, /3 -tfyfbi/?— if, ^nf^y A, ^ptmV A <£> lgG 
^•a-^, ^n^A^-n — )V'T^;VY=7^^y^— -£\ /J?y (Argh ?Ky (Glu), 

v^iK (His-tagK S*<^h\ DNA^iaiWy, Tac taJlU ^Uh^», 

13, 469-474(1995)] 0 

]^±<D£?i^xmbti5Mmfci&{fc&mmzmmv, t%m<&>%*^th vegf 
Fit-i (D±Mh^^n^mn^(D^h^^m^m&mt\^x^wm^, 
mmm^hum-r^tic^, tr- vegf &mfc nt-i ^sfcsv^^BfJts: 
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tlX^ ^RPMIl 640mm. Eag\e(DMEMm^t.tc^ixhmm^^^lkm^ 
^flnLfcitiffi^/BV^frS,, tg^fc, il^5%C0 2 #^T> 35~37 < C"t s 3~7 0 ffll 

HT^5TNM-FH ^m^T— (Pharmingen) , Sf900IISFM[^V7^ 
yoi^— X(Life Technologies) tfci£k ExCell400 % ExCell405 [I^TH&JRH 
it^rj X (JRH Biosciences) *±gg] #;&S/flV ^*b£ 0 ig^te, 25~30°C"C 1 

-ot>J:v\, 

th vegf Fit-i (Di£&foz\,^nftmfttt(Diz$-frZ\,>ttM&m&nk 

th vegf Fit-i (D±&&z\,vxnftmKtt<D&iz&z\,vz.m&m&mt 
(2) mM<D-&mt#L{£m±i®R&<Dmm 
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Tv^^FtLTfc^ ^n-r^-K^^^T^^^^hCComplete Freund's Adjuvant)£fc 

VEGF Flt-1 fcSV^SfchVEGF^gffcFlt-l £ifoW&^®K:3gg,LTV^ 

NIH3T3 #W«a^»LT«> i R*Stti;:-ov>X, mm&&mj£W:tj:¥Xmffl.Vmm#i&m 
^(ELISA fe) :E^*|^flJ (1976^)], -tJOjLill^+^tjtfrHSr^Ufc-r^ 

Y'X&yy?/^— 7>)?7HJ- (Antibodies-A Laboratory Manual Cold Spring 
Harbor Laboratory, 1988) % J£*Tx Tl"^Jj?fV>*-T«9*l?9HJ— --^—^.T/WriEi-] 

^(BALB/c ft^)#itl!l*fflfla^P3-X63Ag8-Ul(P3-Ul) [Euro. J. Immunol., 6, 511 
(1976)], SP2/0-Agl4(SP-2)[Nature, 276, 269 (1978) ], P3-X63-Ag8653(653)[J. 
Immunol., 123^ 1548 (1979)] , P3-X63-Ag8(X63) [Nature, 256^ 495 (1975) ]&£\ 

^.fcThn (in vitro) xmrn^m^-wmmmmxhtim^^^x^^^o znh 
^-*.t/v) mj&m&m&xiz. 2 x 10 7 m&> ±.<oMmk%m&-rz> 0 
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my J* 0.21g, 7.65g , ^©7k 1 Us/H*', pH7.2)&^£/B^5o £fc, 

«:®»£*5i&ifi£LT«:, B ^OHfe^JNflfla<7>^iltR^j{c#fettSj;9{-, HAT J# 

i&{3ESi#%[RPMI-1640 i#i^{^V^^(1.5mM) , 2-^/^7°h3i^y—/^(5 X 10" 
6 Mh S^c^-^r^<10 /x g/ml)*3j; W^lflL^(FCS) (CSL *±i$U 10%)£fln;Lfc 
\ZM^^^ (10- 4 M) , (1.5 X 10" 5 M) *5 .tt^T^y^U^ (4 X 10" 

i^«^> i#3i±*f<7>-S&£r^ ^*^M^{-«t«9, fctJifCS6«^Kl&U 

(5) ^^.fcSV MS^S'MKfch VEGF ^m-W- Flt-1 ^eyy ;^£n:#:<£> jttR 
^^fcte^s/MfttK VEGF ^gffc Flt-1 ^E-yy a— •r/\stfifc$;m£.1rZ>^47 f }) 

<^t£v\ ^T{diiE-<sa'J^(c:J:i9fT5o ^b<Z)^M9, ^^-T^th vegf 
Flt-i tMWnffc> ^^^^M^-rs^K^t^oit^Jitf cpi^^tL 

5£it h VEGF $tmfc Flt-1 iftffc&SV M*-r-<T<?)M^tn:tb VEGF %:Bfo Flt-1 

21 



WO 99/60025 PCT/JP99/02661 

m&s^yVY— Mc&MkLTte, ^ZfW—^W KM1732 (FERM BP- 
5698), KM 1748 (FERM BP-5699) $o£XF KM1750 (FERM BP-5700) tflblf btl& 0 

XY), th VEGF Oth VEGF Flt-1 ^(Dffi&V&mt£&%m7£'fZ>~kfrT*%Z> 0 

m^m^^^^ti^Xy), thVEGFPt^^i^WN^^ijK— ^?(DX?})— ~^>f 

(6) ^y^u—r/utfci^(Dmwi 

^y^^a[2,6,10,14-xh7^/^^^>(Pristane)0.5ml £rfltll£f*9i£^U 
2 mmM^ir^)L,tc8 —10 M^O-v^^cf^— K^">^{^ 1 (4)-e^tL7c^il: 
b VEGF Flt-1 ^e/^n— ^/MftffcM^W^yK— - 2 X 10 7 ~5 X 10 6 

mm/ \fc$:mj&!*uz.&tt-rz> 0 io~2i Rmx^z7w—^ttMfomk-tz> 0 m^ 
^tM^—^^^hm.^^m., ^'L-ftMs 40—50% mM^mr^^Mz. 

£Z>i&ffi.#-7ysl'mttm&, DEAE- t77P-^7i», ^nf^VA- ^7^fc§VN 

igM w^^iuiixL, mm^y?*— r^uw-t-r^ 0 

eiitt, y— i£fo5V^:J:280nm T^!ftft£j;«93fffli-5££tfS-C#S„ 

^t^Oih^^ttt, ^7^rt©7'fy^7'©ri , e i -^^"CMu IgGU IgG2a, 
lgG2b, IgG3, th"Cfi, IgGU IgG2 x IgG3, IgG4 j&S&lf b*b5 0 

IgGl,IgG2a *5«fctffcl* IgGl *-f:m, ffitt##t£M#m?£l4 (J^T, 
CDC ?Stt)*3J;t>^^^#14m^a : ^t4(J^T, ADCC iStSOSrWU *6£^tf>/& 

2. J&l&xJa&GDft*^ (I) -fctth VEGF Flt-1 tMb^t^cDf^M^fe 
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fcMftftW C ffi«tLTtt, , tMnffc H C y l C y 4, tMnffc L 

cdna $rffiv^^^-c^s„ mmmmm^m^^— tvxn, tNa# c ^ 

£=r — it ttm & ST*# 5^ <D X&ti f£ V > fate % t> (7) ffi V .\S^tdS-C 

pAGE107[Cytotechnology, 3, 133 (1990) ] x pAGE103[J. Biochem., 101_, 
1307 (1987)], pHSG274[Gene, 27, 223 (1984)] , pKCR[Proc. Natl. Acad. Sci. USA, 
78, 1527 (1981)], pSGl 0 d2-4[Cytotechnology, 4, 173 (1990) ] 4£ jftSfclfbix-B, 
»4**Wiaffl*m^^— ^-fflV^S^^*— i:^^^^^^•-fcbT^*, SV40 <7)#JIW 
^n^E— fc;n>v^-U— [J. Biochem., 101, 1307 (1987)] , ^P-— ^ty^&lkWl 
•M/l^GDLTR ^o*—^— tai^NVI^— [Biochem. Biophys. Res. Comun., 149, 
960 (1987)], JSi^gg^o^y^ H [Cell, 41_, 479 (1985)] 

yN^f— [Cell, 33, 717 (1983)] ^fetf btl& 0 

MfctflffclS^JB^*'- <£>#iW3:U^[J. Immunol. Methods, 167, 271 (1994)] 0 
(2) t H^(£lfc^<£>#tffc<£> VH *3 £tF VL «r=3 — cDNA <£>$t# 

fcMSlfl^IMfeOttfl^ Mitf, -^^Mftfch VEGF Flt-l ^r/^n— ^/HtC 

ffccD VH *3«tt>* VL Ki~S cDNA l;mTc9j;2ie:L-CEi#-t-3 0 

fctfch VEGF g^ft: Flt-l *;?v~-~r/\s%ifc%:m%L-tZ>Mti&, #lxJ£, ^xtY 
VEGF Q^fo Flt-l fctffcjg^M^yK— ^.fct) mRNA SrtttfJL, cDNA 
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60 ^fifcLfc cDNA 77- ^ifeSV^S^^Kfc^©^*-- HffAL, cDNA =7 4 

-77V—$:iPW'rz> e m^y^v-xv, ^v^aymmcofcw-, -^7*#:&cd 

C ««l»#*>5l^i V mi$LUft&-7v—-7tLTm\<\ VH Sra— K-rS cDNA &w 

-rzm&Z-7T— ^2Mikt:7"7*5h\ fcsJitJ* vl Sra— K"t"S cDNA 

aa^ij^t) vh *s«tt5 vl co^r^/^ga^jsrig^-f 5 Q 
mB2(i)x-mm\^t'Wt^m^m^^—(D\ih^i^(D ch cl k 

1-£iH£T-<£>±»fti-, thJ^^Otb^^fls:^ VH 38«fcTJ< VL Sr=»— Ki"S cDNA £ 

£XW-<DW)y>)<Dl7ifc(D VH *3«tOf VL cDNA — — i/^.5fc#><z>f{itj 

Ki~5 cDNA ^TIEi-ii!^^^ DNA Sr^hbT^A"f 5^i:^J;«3, tr-M 

So 

(4)fcH^<^l&^<7^frCD CDR sa^ijcoi^^ 

OMt£^^^(CDR)/^k/&oTV^[i/~ ^X.t7*-^Pf>fyX-*7*'>fA 
/ni/^/W^i/^l^KSequences of Proteins of Immunological Interest), US Dept. 
Health and Human Services,(1991); £X~f s ^ryi/X- ^ta^vjVX* ^-^f. 

^Ayt3^/U- >fV*W*r-iiEi\ Jo ^LT# CDR T5;y^IB^lJ (CDR ffiflDWu 

24 



WO 99/60025 PCT/JP99/02661 

(5) fchSi CDR &mtfifc<n V mWL&=*— Ki~5 cDNA <£>*#|g 

fcr-M CDR &mtflfc<D VH VL £=1-^$ cDNA «J^T<^«t9i^LTSt# 

^H&<7) FR COT^y^Ifi^lJ^r VH, VL -^^tU-OV nTjI^-TSo fcMftft:^ V 

(D FR CDT^/^ia^JirLTfi, fcMftffc&^GO V mi&(D FR <7>T^^ga?lJ-efc;ftk£V > 

ffl%-\-£. Protein Data Bank tcS<^$*vrv ^fcMftffc© V 1?Hi§&£> FR ©T^tE 

Wi-Str-SJ cdr ^M^tft:5riiJi5ii~S^a6{^«, &#)<D\ih£ktV<Dmy!t<D%ifc(D V 

V\ #Ci£, iliRLfctr-fctftW V 1igJ§!c<7) FR ^T^y^K^IJSrn— Ki~5 DNA 
$)<D\lV^t\-<DW)fy)(DtiiW.(D V fHigc<Z> CDR (£>T^/^12?IJ£:=i~- Ki~5 DNA ga^JSr 
iI&r£-£T, VH, VL ^H^tDT^y^ga^J^-K-rS DNA BB^JSrKft-rSo 
CDR^MtnC^^I^^Jte-^^W^-rS/c^iC^thLfc DNA E^JSr&SfcfcKirau 
DNA — i~5J:5^#0^oV>T|R*<7)^fife DNA ^frL, ^tthh^m 

^X&1)*9— if •^^^•yr^i^a^ (Polymerase Chain Reaction ;Jgi.T, PCR £f2 

1-)£rff9o PCR -C^>^^*3J:i>*-a-^Rrtg^ dna ©J&$a»MMRfc:oVvC % 0 

r^yifeiayiisra-K-t-s cdna ^te^^Ytzmw-rZo &j ioo mrnxott 

S-^tfc DNA ^ffil^Tir^, T^iri/^^^gS^J^J&L, *:tib&T~— Vis 
V, i^^i"-5r^T, BfttfJfchS! CDR &mtfiifc<D&m<n V ®#<Z>TS/ifeBE?lJ*r=» 
— cDNA Sr*|g-rsr^T#S„ 

(6) tba cdr &mfofc(o v ^(DT^y^ia^jo^^ 

V FR urn-, ^ttJi^MfiUfeWCtt, ^<Z>Sttte&b^fcM^<£tM&<Z) 
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&{£<Dfe&\Z.lt^X&TLXl,iZoZb&tobfrX\t^Z> [BIO/TECHNOLOGY, 9, 266 

(1991) ]„ *r-cth$iflc© v mm<D fr <DT^ymm&\<Do-b, m&#tmt(Dtti&iz 
m^x^zr^/m&m, cdr (Dr^mmmtmm^m^x^r^mnm, h 

£ffi^TitfliE2 (5) f;LlElte<£> PCR %fT?Z.b\<l£l9mj$.X%Z> 0 PCR ^CD^lfiMKff 

t^fc cDNA Sr^tf^^— (WT v T^y^ga^iJ^^-<^^- < b|^i-)^#-t-So 
£fc, ^1iRls£^T?/mffi^JO&^T*fc;ft43\ 20~35 ^tf^-S^M** A:^ 

-f-7-£/Bv^c pcr mmmAmz.£.v?f5z.k&x%z> 0 &m'&(»t%; 

IM^-KfS DNA IB^J^tf 20~35 &g i falbts:Z>-kls^mzf : 7'(^— 

cdna ^^^^h^mmthx 2 wcm<r> pcr &n? 0 m^mmm^^m^^^ 
?—\z.y-7?v—~isy^ z<Dm.m&m%&:7£L, s^wmmfrmAztitc cdna 

(7) thMcDR mmtfub^mt^f—nffim 

<D±mi^ grlB2 (5)*3j;l/2(6)T^#LfcthM CDR ^Mfctffctf) VH RXf VL £=i 
— Ki"5 cDNA Srjf AU thM CDR ^M^L^ia-<^^-^«^i-5r^^T^-5o 
#J;U2\ khM CDR ^MfctftW VH RXF VL <7)T5;y^ifi^I^~Ki--5 cDNA %ffi 
%k-fZ>t-#><D PCR <7)^(C 5'tN^*5J:I^ 3'3HQ<D&f& DNA O^^il^&MPBBf 
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OftSC"*^— & COS-7 mm (ATCC CRL1651) {ci^ALTtHkfct^w— i^t*^^. 
[Methods in Nucleic Acids Res., CRC Press, pp283 (1991)] ^rffV^, ^COfStt^S'J^ 

COS-7 M^C0^g?a^^— <£>#A*fetLTte, DEAE-^r^h^ife [Methods in 
Nucleic Acids Res., CRC Press, pp283 (1991)], Utf^^v-g^j^Proc. Natl. Acad. 
Sci. USA, 84, 7413 (1987) ]^3&5*>lfe>tt5 0 

mfefe (elisa j£) m?- xvmiz-rz r. t^t?#5 0 

HUIB2 (3) cOthM^f ^^^i^^^^— *5«tU«gji22 (7) COthM CDR ^Ittfctfl^ 
257891; Cytotechnology, 3, 133 (1990) ] %£&&>\<-fhfoZ> 0 

SP2/0-Agl4 mm (ATCC CRL1581 ) , r> P3X63-Ag8.653 $0 J3g ( ATCC 

crlissok i/Mh-vmrnmycmmmfc* (sir , dhfr 

CHO m m [ Proc. Natl. Acad. Sci. USA, 77, 4216 ( 1980 ) ] x 7 5/ h 
YB2/3HL.P2.G11.16Ag.20$BJJS(ATCC CRL1662, £iT, YB2/0 flMS&Pfci-)^*) 

^^-(omAm, th4k#ifc&&mz.±mirz>&mfe&mz, wmw- 2-257891 

izm^tlX^^^m^m^, G418 *5it/ FCS ^r-g-tP RPMI1640 
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xvmfe-tZo j&wmmmn. 2-257891 \z.m^tix^^m^\ 
dhfr mm^mm^^mmLxwt^(D^mm^±^^^tt^^ 0 

S^^cSj(SDS-PAGE) [Nature, 227, 680 (1970)] ^oL^x^as^l^jfe (T^ 

»«L^fcMbtft#:©R*Stt, fcMfc#t#W VEGF Flt-l 

(l^ftWJf Fab, Fab'*5£U* F(ab') 2 Ofl^f j£ 

flfetth VEGF ^fls Flt-l fctftW Fab, Fab'&Sl^i F(ab') 2 (9f < H*Sr=»— K 
biz£Vm$L£*t s Fab, Fab'feSV>«F(ab') 2 =lriSl^-t-S^^5-t?^5 o 

mmm®m%m&&i?itxft\,\ mu'fz>zt&x%z> 0 mm^t- Fab, Fab'&xif 

F(ab') 2 <£>#^»te, ^T^/l^T^K Wm^&Ifr (SDS-PAGE) [Nature, 227, 680 
(1970) ] f>^fv-<y^&jr& (Ty^^r-rX.r -7^7MJ — -r^a.TA' ^ 

i2^)^-csy^-t-5o 

ftKLfc Fab, Fab'*5j;U* F(ab') 2 <7>SJ&1£, Fab, Fab'^tP F(ab') 2 <D 

vegf Fit-i \^mir^^n(Dm^nmmi(5)iz.mm(D^m^if{^m\ 

(2) tnCth VEGF g^ffc Flt-l -*£!(iaft:tf>f£i!i;trj£ 
MIE2(2), 2(5)^J:tJ«2(6)(3:|2^th^O»)^^fe5V>fithM CDR # 
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mtfifc(D VH $5£&VL Ki~5. cDNA #£^{tef£3UB-<^-- A^S 

^LTfithi^^llj^^flsfcSV^ithM CDR H&mKfo<D VH feJctP VL Sra— K 

#J;U£, pAGE107 [Cytotechnology, 3, 133 (1990)] N pAGE103 [J. Biochem., 101, 
1307 (1987)] , pHSG274 [Gene, 27, 223 (1984)] % pKCR[Proc. Natl. Acad. Sci. 
USA., 78, 1527 (1981XK pSGl /3 d2-4 [Cytotechnology, 4, 173 (1990)]^^^^ 

iliR^tWilSSI/B^^— |C % VH-P-VL fcSVMi VL-P-VH(P W^^K!^ 

cdna ds^A^tt^— *m#L{£&m.'<i??— &mm-rz>z.t&X'%z>o 

— *^^L^Sr3— Ki~5 cDNA tt, VH «:=i— Ki~5 cDNA £ VL K-TS cDNA 

vh *5i;tF vl (^^M^<^^^{-*fLT^$L^v^ < j:9{cSJl^-r5^:^^as-e, m 

XL{iPantoliano ^{^1 J; «9^$t^fct)C0 [Biochemistry, 30, 10117 (1991) ]fc5V^fi^:H 

(3)^Ckh VEGF ^rSffc Flt-1 i?*/l'7jF&mikt7Cfc(DfcMJ3&: 

cDNA $>5V^2thM CDR ^WfctftW VH VL — Ki~5 cDNA CO-^tL^tb 
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mbtitc&g. VH 33£TO^ VL «r=i— cDNA ^W^^LM^? 9 — \Z.ffi 

m^m^99— bLxn&^ VH teXXf&im VL «r=a — K-r-5 cDNA Srlii&^a-c 
# S & tf> -e fc *U2\ v^^^5^ > oT'tffl^^r ( ^^■cfs () #J*Lte\ pAGEi07 

[Cytotechnology, 3, 133 (1990)], pAGE 103 [J. Biochem., 101, 1307 (1987)], 
PHSG274 [Gene, 27, 223 (1984)] , pKCR[Proc. Natl. Acad. Sci. USA, 78, 1527 
(1981) LpSGl 0 d2-4 [Cytotechnology, 4, 173 (1990) ]*#tfi$>tf btl£ 0 *?7JV7 

(4) #TOfrcD3g^:fc £t^t£Wffi 
BiTlE3(l)~(3)-C#|^$tT,fc^:^:»f^^-<^^— , — ^mfcfoSm*^?*-- , 

— SscU^nstfU — ->3^^[#0B¥ 2-257891; Cytotechnology, 3, 133 

<z>3§91«:iiuiEl (5) li|Btt<©^fef|iJ:J;«!)«|®-f 5rt*s-C#5 0 
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^LfdCO*>, TSt^Wi^^l^^^^f^ [refolding J&f£, Molecular Immunology, 
32, 249 (1995)]^J;i9^/^^K^Sr^$^:fcM, fctJSflT^-T^r— ^n-^M^ 

^Kfi, ;£ifjfc[ Anticancer Research, JJ_, 2003 (1991); Nature Medicine, 3, 350 

(1996)] mm^mm^^x^m-r^t^^ 

\Zffi&£&fcm&fcfc'£tc.te : B&' < 7°^Vte, ^Cj^[Proc. Natl. Acad. Sci. USA, 93, 
974 (1996); Proc. Natl. Acad. Sci. USA, 93, 7826 (1996)] IB^O^&^i^oT'f^ 

31 



WO 99/60025 PCT/JP99/02661 

Zff-Vtts Zfci&fcC Science, 261, 212 (1993)]fB^;£^J^oTf1^^5-^-?£ 

<5o 

^^ P ^"Kfi> [Antibody Immunoconjugates and Radiopharmaceuticals, 3, 60 
(1990); Anticancer Research, U, 2003 (1991)]|5S^>^?!fe^(^oTf^M-t"-5-^^ s 

ik^^Ktt, WEGFgLmfcF\t-lk&&U ADCC, CDC^^frtf)^;?^^ 
-Sti^LTVEGFS^^Flt-l»|}a^®{^^LTVN5^^^i-S/cfe, 

^mmtx^xn. mmm. x^-t^m. mm. mmm. ^^m. %m. mm. a 

ma^^m^/mmtvxi-i. %m. ^wr?m. x^/^m. mm. mm. mm 
mwh\fhfo%>o 
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X%Z> 0 

m&tLxmfcmM%m. rv-tv>-mt>m^tsthz> 0 mwi^t^^^y^x 

^tbf>0^^ P ^Xi>& P ^J-e^P^JiLT0ii^bfc^c^^Pi-'5 * bt>x% 

So 

^m<Dmi^^n^^hi^hF\t-iizMi^x^mm\^^-r^tz^, th 

VEGFOFlt-l^CQ^#^|Ja$-rSo Flt-1 g Sy^fcSrH.SU VEGF#t 
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mm, ijifc&ii?&MM^mm>& (adcc mmwijzmm&hif hti, ^^m^t 

CD C ADCC ?£t£ % fetM^^i^tt. :£iSfc[Cancer Immunology 

Immunotherapy, 36, 373 (1993), Cancer Research, 54, 1511 (1994)]fB^<0^"^^{^ 

*fc, VEGF Flt-1 ^fctefch- VEGF ^gffc Flt-1 ^US^ffi 

^nmLfc^j3a^^^^m*5«tu ? ^#-r6^-j!fe> ^ttth vegf 

Flt-1 ^^^^{^tfcJ*5J:T>^4i-'5^fe, th VEGF bth VEGF Flt-1 £ 

<Dffi&%mmiT 6^^*5 J: T/th- VEGF Si^ft: Flt-1 ^ft^^n-TS^Ife, iflWrt 

^IgP^^Jitflc^c^^K^fflV^T, th- VEGF ^m-W- Flt-1, fch VEGF g^ffc 
Flt-1 ^r^^ffi^limL^I!a^c«"r^t4tf VEGF S^ffc Flt-1 3r£i^|ft}£ 

^W*3J:-C5^ft-rs^^i:LTtt, mft^t&ife, ^^^m^i^fe(ELiSA), Wctt&M 

&}fe(ABC CSA mm , !>^^^Dyf>f^fe, ^fesBEttP^tSfe, -LSBJ-IBLfcBf 

#t;&^a'j^ife, ij-^-rv^ elisa ^cm^n— ly^w-n^r^Tjvmw^-^^- 

1986 ] fcifflSfctf *>;h,5 0 

^^ft:^tfi, ^MIU^:#IBJ|g[«><&v ^J*(sajBft>fcirici % *»W©«[#:*fctt^^K«: 

$^iC^/^l/-^^.^y^^>T^--h(FlTC)^^(7)^:^;^KT^-^/^U 
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&&mmfofcfe(EusA)kn. ^mi-its mm^^^n^mwm, mmfozw** 
&5v>te^cD$t#$i, mmmm±.m, turn, m*. Bs^&^f^ ^m^w- 

th VEGF bMY VEGF Flt-1 b<Dlfe&<DmMfefete, ^Mm^t^M 

1991 ¥)]^0^{^CT, ^|g^(^^^V>fcVEGF-VEGF^^ Flt-1 ^ 

VEGF Flt-1 ^m^&SV^^^l-^Lfc VEGF SrV^U— i/al/ 

#v^?~fj;t*x*mj£-rz>j3mx*&>& 0 McMnmn^m^ti vegf ^b^^ms 

W<D^tf*:*^^^K^S^$-frSr^T% ;ft#tt»«^£tlf§fcL*: VEGF ^ Flt- 

vegf Fit-i <d g e,y^ft:PfLW^tt«^ itang^s^fl^ s ^])^mtm 
mmm^t^mmmm mm^mtmrn^iMMit^x. lgse^)]^^ 

fcftf££?cte^:^K£fflV^ VEGF-VEGF ^^ffc Flt-1 (7) g BU^^b 

-r^t?*?, Fit-i zmmLx^^zmMfo&^mRmz- vegf &s/&£-t!:> vegf ^ 
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ft^-c&m-rs^-efcSo vegf tmmz*&m<Dfo&ttn'<-7'^b**&:fc£ j it 

S^"C, VEGF isJg^i-sr^i;:«J;l9/Lii$H5 Flt-l BU^ife^Sria*-t-SStt 

th VEGF (DUmrnVkte, VEGF fe^^J^lkWrt^^^^mm, ig^, *JWa 

VEGF fef?W)te!k f gfH&mi!&<DMM&.mbfc, ib.'gfafeimjlkic VEGF £SJ&£-£> 
■%m-QtbZ> 0 VEGF fcl^^^^W^^ifls:*fc«^^K^SJE&^^:6^^T% VEGF 

i-j^iii-^jiaif 

VEGF ^#^^jfiLWrt^»0^^^«, ifeWrt^JNHfla^ VEGF frRfo^. 

VEGF^^^^-^x^jli-^^kW^>^^)^^^^S^^^4^m^^v^Tla 
vegf i;iJ;t>;fc^5ihWft&iNM£^ 

VEGF ^^W^lkW^^^HJjao^^-^^^i^, ifiLWrt^M^ VEGF Sr 

vegf ^^ir^t^ycm^ikWfHi&mmcD^^-y'm^mm^ 
mww&m^xmM-ttt 0 vegf ^i^^jc^b^o^^^^^k^ 

(Dftth VEGF gtfSf*: Rt-1 tnC^trfflV^fc^jNBiia^fe 

£i\ th vegf Fit-i ^mmmm^m.L.tcm^mm-r^o nmmmiz. 

ftBJfe^fe/BMffj*i£(l%BSA ,0.02%EDTA , 0.05%Tv : ^^MJ!>^^t f PBS 

iOMU ixi0 5 ~2xi 0 6 fi1*ofc#&-f5o lM^nbtitttthVEGFgiWti: 
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Fit-i ^y^^^;u^m^^v^—^(Dmm±.m^^^n2(9)x^hHfc.^ 

b VEGF Flt-1 Kb<tfofc&$LMnfc&1fa<Digm±m, £fcfil(6), 2(9)fcS 

vm*3 (4)^nhfttz.mmtiiW-, ^t^^^co^mmm^m-.^m^mn 1985 

mx^^r^WMLtzMiK^ 0.1-50 ^ g/miolSm«l:Mim»fe 

mmnmhz>i<^te io%m^ikm^^mmm^mmmm^m^^x^m\^tih 

20-500 1 fo^ftt, tK^TT 30 ^S^ii:-5o lWmt^/dftfcr- 
VEGF S^ffc Flt-1 ^/^n— ^/^^M^^-T^yK— ^Oia#±?tfe<5VNf±2(9) 

-^#£>tLfe^:th vegf g^ft: Fit-i tMk:fei^M^^KIsm^it#±», 

1(6), 2(9)fc^te3 (4)T#^H/c:m®{feT:fr?:S^^-frfc^, ^fe^^^feffilt 
^-C^^i5fc#^, FITC fc5V^{i^=I^ly^y^^(D^^:feaT♦^Lfcfel^ 

£0.1-50 g/mm^©MS-e-^tf^^BJ}a^feffi^®^ 50-500 /x lfo^ 

•tirfc^, FITC $>^v^«^=^^ly^y^^^^fem-eM8§fiLfc^^^^^Tt'^ 
£ 50-500 1 fo#&U Tk^TT 30 #lfg«LTSJ&$-#3 0 ^JC&««, 

(2)^7^^^v^a5/H*i-J;Sth VEGF Flt-1 tf^ffi 

th VEGF ^mW- Flt-1 ^W^X\ ^5*Bte, ^Rtfth VEGF g^ft: Flt-1 
N IH3T3 #ffljfe (NIH3T3-Flt-1 fclfc-fK fcJltfa^hn— ^i&J&L Wtfif NFH3T3 *B 
(NIH3T3-Neo £#1~) [Oncogene, 10, 135 (1995)] ^£9, *WllglJRj^^S:»jRL, 
5l5c^T-ei/-^*>^«90S&Mfi:^UT 0.1—30 /f g GOflgj&^S: SDS-PAGE &k 
lMi*mirZ> 0 i*»I$ixfcSSK^PVDFM^Nv^7T-L 1 %BSA^£f 
PBS izm&X 30 ^^K^$^ct^>-^^tT5o K4)T#^fc^tth VEGF 

^mw- Fit-i ^/^n— -r>vift&.m.*Es^-7VY~- -?<Dm^±mhz>\<^te2(9)x'&b 

tltcfoth VEGF Flt-1 tMbfei^^^Wfem^lt*_bW , £^131(6), 

2(9)fc5V^^i3(4)T#bi^yhlm^^S^&$■fr, 0.05%Tween Sr^fr PBS Xfrft 
U ^^^^y-iftll^Lfcta-^^^ IgG, Jft^yb IgG -fefctefctth IgG ^tfit 2 
B#F^/££i2rSo 0.05% Tween £r^tf PBS XfftftL, ECL Western blotting 
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detection reagents (Amersham $±M) ^3rfflV^, ^tth VEGF g^ft: Flt-l ffC&tf 

(3) tilth VEGF %:mfc Flt-l fctf£i£cfc5 "iMfe VEGF ^^-W Flt-l ^» 

1(6), 2<9)fc3V>W:3 (4) X-&bfrtz&mfc&*—lk$ifobVXm ^ ^T/V-M^ - 
hU 1(0 -e#^>ttfcfch VEGF Flt-l VEGF S^fr Flt-l 

g6Wt^®l!^seW&£V)#.a&*Lg6SC o.056~io,ooon g /mi ^fclXtefcHMH 
te¥<Dmft&BLfoiS^Z> 0 :7V-HS:.fc<asi*Lfc«, Sbl-fff-^fciLW;^^ 

StUf, 'fb^^^KfeSv^^it^^^-etfaLfcKe), 2(9)jfc5VM*3 (4)t 

flHR^ifiM* VEGF ^:Wf£ Flt-l td^-rss^^ii^in^tx ^tpO W 

^tt VEGF g^ffc Flt-l ^Srmm-TSo 
th VEGF h VEGF g:^^ Flt-l ^^^Pfi^-T^ife^oV >T«, ^T<7)^ 

(4) tjiifc&ffi^^tz. VEGF — VEGF Flt-l &£>|SB.€F$tR 

96 ^^^••^/^^^y— >--IP7°l/— h(96-well MultiScreen-IP Plate; ^U/tfTti: 
&) \Z.**;~- A-£r 100 /i l/i>x;K^aL, zfU — hmiftCD PVDF HH££l7ML-r<5o 
TKT'^^.PBS T* 0.1-10 /z g/ml^^ii^L^th VEGF S^flc Flt-l $.tc 

«th vegf Fit-i k<&<DW&nt(DM&m&mt£t*(Dm&:z-m&m&, 50 ^ 

(BSA) £r^t?PBS %100 til/ ^/I^JPxl, ^UX*imfflRfc£ltTmiT\<^mVk 

^z^vyp-tZe pbs xmm&, fttitai (4) -e#^fcfeh vegf ^mfc Fit-i 
y^n— ^/^^M^^^^yK-^l##±Mfc^v^^MiB2(9)T#^y u ct^Lt^ 

VEGF g^ffc Flt-l tM^^M^M^t*<^i&*±» , *fc«HlllEl(6), 2(9)fe 
%\^3(4)X»nhfotd^mfo&*W M l/?^T#i£U &h\^ 0.1~10ng/ml <D 
I2S I^VEGF(T^V^2>>*fc§!!)£50 iiW^MtL, ^ffi.X 1.5 H#Pf(1KJ££-£5o 
0.05%tween-PBS X^mk, 50t: W^LA^ffcj^-t^ iS^U—PS; 20 100 
H l/r>m/^n^, &*?^M^&Lfc ,25 I $HSK VEGF (Dtk^m^h^^>Y {'< 
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m 1 0 PBS1732H (D^xa^LfcEl-efcSo 

f 2i ^9^K PBS1732L ©JtJ^XSSr*LfcB|-C*>S. 
ff3@ 7°7^K PKANTEX1732H (50^fi5cXm^L^lliT*fcS o 

4 HI ^7^$K PKANTEX1732 ©5ffifeXSS:^L^B|-C*>5 0 
^5® 7°7^^K PBS1750H <DigfifeX^Sr^Lfcia-C*>S 0 
^60 ^^KpBS^SOL^jt^Xig^LfcglTfcSo 
^70 7°^5K pKANTEX 1 750H <^J&Xg£;^L/dI|-Cfc3 0 

pKANTEX1750 Oit^Xa^Lfc0"CfcSo 
ttlJLfctfcfch VEGF £5g# Flt-1 fchM^^fctft: KM2532 *5«fcU* 
KM2550 CO SDS-PAGE(4~15%^^>'^/^^^)(^^^^ c ^-;^_- V ^^^ 

m-CfcSo I ^ 1 2*{g;#^— x 2 ^il5c^#T-CC9 KM2532, > 

3 ^jItc^TTCO KM2550, l^— ^ 4 ^i^^— , 5 aS^jg^fFT 

X(D KM2532, ^ 6 fc&MTC&ftT-W KM2550 (DWMs^f— ^ttt^tlTjk 

-to 

ft 10 B9 mMLtc&LKh VEGF ^m-W- FIt-1 fchffi^M^ifr KM2532 *3j;tf 
KM2550 CO oX^ttth VEGF Flt-1 7N £Oi^?£tt£;^Lfc[IlT-£>6 0 (A) 

^~M£«#3*5^»ttfcH VEGF g^ft: Flt-1 7N C0}t^£— j£(l M g/mDiC 

U »i-5thM=¥^fet^s^^b$-*fc«^co^m-e*>-5o lattttRTSSttth 

VEGF Flt-1 7N ^co^^tt, ^H*AfithS^^«s:^^^n^tt^-r o 

A^KM2532, KM2550 co^^^tl^-To (B) 12:7V— McR^-frS rJ 
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^fchVEGFg^ffcFlt-l 7N (Dj&m&mtZlt. -^^(10 n g/ml) GDfcf^r 

*7fo{£<Dt%>&mvk&m7£i,tci(g%;x*foz> 0 miton vegf Fit-i 7n 

i^^tt, ^te^-HC^^Tc WT^tith VEGF $L®W Fit-1 7N <£>H^ 
^^•^tv^i~o A** KM2532, Ofl* KM2550 omfetttl^tim-fo 

mnm mmvtz.#LKh vegf g^ft fu-i ^vm.^^^tw KM2532 *$ .tr* 

KM2550 (CjlSth VEGF t*h VEGF ^ffc Flt-1 <DK&&mWfe&%^LfrmX*hZ> 0 
Off KM1732, □ KM1750, KM2532, ■ KM2550 <^j££^;ft^*L7F-r o 
m 12 HI ^9*5K phKM1732HV0 <^J&Xa£^L7c:E|-efc<5 0 
f|13 El T^SK phKM1750HV0 tf>i£j&Xa&^LfcE|-?$><5 0 
M 14 EI 7°^5:K phKM1732LV0 (Z^J&Xa^LfcElTfcSo 
H 15 El T^SK phKM1750LV0(IV)<7)jtfigX^^Lfc|lI-efc^ o 
31 16 El 7°^5K PKANTEX1732HV0 tf>j£j&X?g£^LfcElT*;fc<5o 

17 EI :/9*5K PKANTEX1732HV0LV0 <7)igj&Xm£^LfcElT*fc5 0 
gf 18 El :7°7^KpKANTEX1750HV0LV0(IV)£;^LfcE]^fc£o 
m 19 El pVL1393/Flt 3N <^J$Xa&^LfcElT^fc5o 

^ 20 El pVL1393/Flt 7N O3g^Xg^LfcEiT'fc-5 0 

M 21 H MLfc Flt-1 7N $o£T$ Flt-1 3N <D SDS ^yT^y^T^KMIa^klft (5 
~20%^^>-h^yu^ffi)co^^-v^L/cElT-feSo ££9, #^4-^— , 

Fit-i 3N, Fit-i 7N (D^m^—^^n^fiTnir. M7t4ki*TX*mmfam$:ft o 

H 22 EI — hLfcfTOtefch VEGF S^ffc Flt-1 7N ^<D 12S ]-th VEGF 

(Dffi&iZRig-t Rj^ttth VEGF Flt-1 7N jo «tU? Flt-1 3N (DPE.^JIIr&rfl? 

^23 El felth VEGF g^ffr Flt-1 ^J#Xi~^/Vfcifc<D^frfcsfe%mm%!j§: 
3! 24 El £tth VEGF g^ft: Flt-1 ^ey^n—^/U^^J:^ VEGF ^th VEGF 

Fit-i coM^Rawf&t^^^t^L^m^^-ro 

3I25E1 Jftth VEGF ^m-W- Flt-1 ^r/^n-^/Mftffc KM1732, KM1748 *5J;T>* 
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KM1750 |C«tSl:h VEGF £th VEGF ft* Flt-1 <£j££lfi£ffite«:tfeB*L;fcJl£*£ 

^26H tilth VEGF Flt-1 ^E-y^P — -^jVtfifc KM1732, KM1748 *3<fct^ 

KM1750 |£«fc5fch VEGF £th VEGF g3£ffc Flt-1 HlUllJiS^^^Paf ffitt^M 

^27® tilth VEGF ^MW- Flt-1 *y^P — j-^tfiW- KM1730, KM1731, 
KM1732, KM1748 $o£Tf KM1750 tf>th VEGF Flt-1 ^JfMtt N1H3T3- 

Flt-1 *3j:tT=i^M3— /UNBflS NIH3T3-Neo mfak<DfcJ&&%7V— iNfM— {31 

^28 0 iftth VEGF S^ffc Flt-1 -^y^P — "JvM/Lffc KM1737 <7)th VEGF 

ft Flt-i t^K^^^^^iy^^^^^td^m^'to 

fi, NIH3T3-FR-1 fflflfo, NIH3T3-Neo m^^^^^^t^T^^ 

W> 29 m fctth VEGF Flt-l ^-y^P — *TsV-trifc KM1732 fcit^t't^Wb 

KM1730 £rfflV ^ nT*gt4th VEGF ^^ffc Flt-1 3N *3j;tl* FLT-1 7N (Dfem%k$:&i 

^ 30 m tilth VEGF g^ft Flt-1 ^-y^P— ^A-fctft KM1732, KM1750, *3«fcT*£t 
th VEGF g^ffc Flt-1 thM^y^tnC^ KM2532, KM2550 <D S th VEGF S:^ 

ffc*5j:tR:CDM#{fc-e$>5 Flt-1 7 NU Flt-1 3N, Flt-1 2N X Flt-1 7N.K2 joj;!^ KDR 

31 |3 £ith VEGF g3£ffc Flt-1 thM^y^$i#: KM2532, KM2550 <D «T^i4th 
VEGF ^^{fc&.TO^M^ffc'efcS Flt-1 7N, Flt-1 3N % Flt-1 2N, Flt-1 7N.K2 
*3«fct* KDR 7N (^«^#i4^S^(-Ol/>T^^S!j^T^bfci^m^ 

^ 32 m RT^ttth VEGF S«#:©#a«|^#:©«S:BISr^-t- 0 

W, 33 El 7°7^^K phKM1750LV0 (DOig^X^^LfcEl-Cfc-So 

H 34 HI pKANTEX 1 750HV0LV0 (l)<DitfigX^7^L/c|glT?fcSo 

^ 35 HI phKM1750HV3 tf>3£|£Xg«:^Lfc:E|-C*>5 0 
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% 36 m 7°77^K phKM1750LV4 (DM^LTM^^tcM^^o 

W> 37 m 7*7^ K pKANTEX1750HV3LV0 (I)<^/&X^£;^Lfc®T-fc5o 

^ 38 H 7*9*5K pKANTEX 1 750HV3LV0 a\O©j£j£X&&7j*Lfc0-C*>5o 

^ 39 E 7°7^5:K pKANTEX 1 750HV0LV4 <Dat^X^^L/cElT?*)-5o 

fl 40 HI 7°7^K pKANTEX 1 750HV3LV4 Ojg^X^Sr^Lfd|g|"CfcSo 

0 41 H Stkh VEGF S^ft Flt-1 MVm&^fofc KM2550 *3j;-U«thM CDR 3M£ 
KM8550, KM8551 V KM8552, KM8553, KM8554, KM8555 (D SDS-PAGE(4~ 

15%^7^^W/^«r4tffi)©«**tt^^— V&^Lfc^-C&5 0 u— v l~9 ra 

— , l ^2*3«tt^ll{i3^ha— /Hftffc-CfcS KM8969, V ^3^o«t 

1*121* KM2550, ^4*5«tU?13« KM8550, ^ 5 *5«fct^ 14 fit KM8551, 1- 

^ 6 &£Tf 15 12 KM8552, V— V 7 *5«fct* 16 ft KM8553, ^8*5«tt^ 17 fct 
KM8554, V 9 # £1*1 8J2 KM8555 £r^-f- 0 

^ 42 HI fctfch VEGF Flt-1 tf^Mr^fclft KM2550 *5j;t*fchM CDR #<fit 

fctffc KM8550, KM8551, KM8552, KM8553, KM8554, KM8555 O^I^-|4th VEGF 

Flt-l 7N £<Djj£i^?£t££^Lfcl3T*&<5 0 

m 43 HI #ttf VEGF Flt-1 thM^^^t#: KM2550 *5«fct*fchSI CDR &m 

trite KM8550, KM855U KM8552, KM8553, KM8554, KM8555 <£>"5T$H4fc:h VEGF 
^Mfc&MWMfc Flt-1 7N, Flt-1 3N, Flt-1 2N, Flt-1 7N.K2, KDR 7N t<D^^m 

m 44 HI fctfch VEGF S^ft: Flt-1 tbm* ^^KW- KM2550 *5«fcT*fchS! CDR gMfi 
#tte KM8550, KM855U KM8552, KM8553, KM8554, KM8555 id«tSth VEGF kth 
VEGF ^ft: Flt-1 (Dffi&m^iSVk&^t'mT'h&o 

M 45 HI Jftth VEGF S^te Flt-1 fch^=^7trtte*5j:T* CDR &mtjifc(D H 0*1 
^^^OT5:y^ie^i^LybHlT^^ 0 H4>> KM1750mouse KM1750 <7> H # 

»I^mi&T^;mm&}. KM1750HV0 KM1750 CO H ^"I^^g*^F^(D CDR £rfch 

71^— ^17— ALT«J^$tl/5T5/ifeia^l, KM1750HV3 KM1750HV0 (D 
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!7U— AU— ^6DT^/^IB?IJ£— gfl KM1750mouse OT^/^J'gl&LfcT^/l&I^lJ 

3§ 46 EI fctfch VEGF ^MW- Flt-1 tym**Jfcfo#i&X$ CDR ^M^ffc^Lg* 
^Si^tDT^/^ia^J^LfelllTfcSo BI^K KM1750mouse M N KM1750 <£> L 
Mmi&T^ymmn, KMmOLVOOM, KM1750 L mvS^ifct&focD CDR £rfcf>;7 
Ix— ix?— ?iZffiALTMf&£tl&T*ymffl.m, KM1750LV4 £te> KM1750LV0(I)<Z) 

yis—JtV—WT^ymfflM^—U KM1750mouse (DT^;mz.w&\^tz.T%jmw,m 

^470 fcifch VEGF S^fls Flt-1 ^y^n-t/^fr KM1732 KM1750 <Z> 

VEGF #c#f£thlfa.1fJ*l,£#|HJj& HUVEC ^c^^Pl*?£tt&1&f}Lfc^:7T&3o 

1. fcith VEGF S^f£ Flt-1 V77^y^a-t/^ff^-Kt5 cDNA 

(1) r- VEGF Flt-1 ^^^y^—^/l^tic^j^M'^yK— ^r^h<D 
mRNA 

^i/t'hn^^^ mRNA ttaj^R-e&S Fast Track £r/8V\ 3r-/M^ft-(£>i£ 
ffltii^tl-fot, ##^!ll"C : ?#^fcita:th VEGF Flt-1 ^^.^ y^a— 

/Hftffc KM1732 *3«fctJ< KM1750 £M^7'V\?—? (^H^th FERM BP-5698, 
FERM BP-5700) ©#1X 10 8 »J;«9, ^r^tbmRNA SrJ&#Lfc 0 

(2) infc h VEGF Flt-1 ^/]^#£jg^:/yK~^<Z)fig( 

cdna y^zf^y— <Dmm 

^WJl<^l(l)l?^#LfcKM1732 *5j:t) ? KM1750COmRNA(^#5 g jft»£> % 
cDNA Synthesis Kit (77/W7 'W^^ltJRDSr/l^, df 5/ f>M ^tttf>te/Bt&^ 
IM^t, P«{£ EcoR I-NotI Tfy?— &ft-fZ> cDNA Sr^n^4x^^L/c 0 
Ml^MtV^tKO cDNA <£>$J 6 m g £ 10 ^ 1 ^tftlt^C^^lft, T#n— xV/um. 

&.8:mnzT&MU igG Mfet^fim(^T, H mk&fc'T&lzttj&'rzm i.5kb <7) 

cdna mfftmm (^t, l mt^ss-rs) ^^jcs-t-s^ l.okb <r> cdna mft&^ti? 
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tim 0.1 n g HJlRLfdo #CK % ZiVetKDffi 1.5kb <D cDNA Wrft 0.1 n g 3o«fcU^ 
l.Okb <7) cDNA Wrft 0.1 g Lambda ZAP1I Vector (Lambda ZAPII Vector 
EcoRIT^OKlf^^ Calf intestine Alkaline Phosphatase T&JSL-fcfctf):;*^^— ^ 
l/ig^T4 ligase ««»e (^fiJfttK) 11.5 ^ 1 fctfiftfU T4 DNA ligase 
(SSitttS^) 175 Wi^P^LT, 12°C(C:T 24 fl#fBHVdf-3.'<— HU 

~Z/y 3?2)|£)^l\ Gigapack Gold Packaging Kit W^fi?— ^±M) £{£^L 
T7A^77-^l-^5'^-^U, -H^Stfe (^-1^3.7— .^p^^y/ 
HSM^oT, Gigapack Gold Packaging Kit &h7*i?~- ^±M) i-#JRO^J3i0t* 
XLl-Blue[Biotechniques, 5, 376 (1987) ] M^-frT, KM1732 3o£l$ KM1750 CD 

H m cDNA y^zfyV—ftZX? L 0 cDNA y^^V— tLXZrtb^tim 4 x 10 3 <@cd 

(3) tilth VEGF g^ffc Flt-1 Tv^ft^jg^^yK—^CD H ^ 

& J;t>* L m&=* — Ki~5 cDNA (7)^n-^y/ 

—^rfflV^T ECL direct nucleic acid labeling and detection systems (T^i/^&lt 

IB-rS)^— K-T-5cDNA[H glte-v^* C y IcDNA CD^Jt [Cell, 18, 559 
(1979)] , L mn^^ C k cDNA omft [Cell, 22, 197 (1980)] zftl^X^t 
fltfa<t£'£r 1 l,tz.7T~ i??V—^%&nLfc 0 Hk^, Lambda ZAPII Vector (J*h^ 

pBluescriptSK(-)iZl^^L, S^lftM KM1732 CD H cDNA &1%tfti8.& 

X^^K KM1732HA2 *5J;U? KM1732 CD L Ki~3 cDNA Sr^ti^l&X.:^ 

9*SK KM1732L2-U KM1750 CO H M&=i — Ki~5 cDNA ^trtfctfc*.:/^^ 
KM1750H2-1 *3«fcU< KM1750 CD L K^S cDNA ^M&X^^K 

KM1750L3-1 Sr^#Lfc D WfezS^^^Y KM1732HA2 tt°t%>izf&ft XLl-Blue 
MRFVKM1732HA2 „ jjfi&X.^^K KM1732L2-1 ^W^^TO XLl-Blue 
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MRF7KM1732L2-1, m&X.^XS.b* 1750H2-1 XLl-Blue 
MRF7KM1750H2-1 &tXf&&X~7 s 77S$ KM1750L3-1 SrWt"S^Cl»BB XLl-Blue 
MRF7KM1750L3-1 &*T*-5*:JMltfcKJ\ Zrtl^tl FERM BP-6354, FERM BP- 
6352, FERM BP-6353, FERM BP-6355 tLT, ¥fifel0^5^ 14 0 ft-ttT?Xgt}£fl? 

(4) jftth- VEGF ^gffc Flt-1 ^^/yn-^/t^ftiCO H L $k&=* — 

cDNA <7) "T^1^i$tf>l&&iS?lJtf>ife^ 

HJ&MlCOl (3)T#<btbfc:^§-^Lth VEGF Flt-1 -rr>^^e/^a— ^/l^fr 

Ifl?lJ£:, ftbtlfc^^KcO O.ljjg £/8^T BigDye Terminator Cycle 
Sequencing Ready Reaction Kit (T^-YK /Vt^fAX|ig) l-^tt-COlftl^^ 
ttoTSfil^ ABI PRI SM™377 (T^^fK ^^>;*^X*±§il) i^t^m^i^ffi) 
U ifc^L-fco ^r^Lfc^rtve* tKD cDNA CO&^Ifi^JJ:!?, KM1732 ifccfctF KM1750 

<d h gico v u^t, vh ^fa-rs) *3<tD« l m<v v c^t, vl tmm-tz>) 

<DT^ymM$l\%&:feVtz 0 m&m-^rlK KM1732 CO VH, IB^J#-^2{C KM1732 CO 
VL, m?m^r3\Z KM1750 (7) VH, ga?lJ#-§-4}£ KM1750 CO VL CO-^tl^^CO^gga 
?U£r, W&m^r 86 KM1732 CO VH, ifi#|#-5§- 87 (Zl KM1732 CO VL, I2?lj#-J§- 88 
(vl KM1750 CO VH, B2#l#-5§- 89 iC KM1750 CO VL CO^rH^tbCOT^y^@a^lJ^7^-f 0 

(5) £tt:h VEGF g^ffr Flt-1 ^/HftffccO H ^*5«tl^ L $HC0 CDR 
IS^lJcOlffl^ 

^f£#IlC01 (4)-e^^Lfc#iitth VEGF Si^ffc Flt-1 -=r?^E-/^u— -?vi^#: 

co vh vl cor^y^ia^ij ^H-^nco vh & vl co cdr ga^j^iE^p 
co^tflsco v M^coT^y^ia^iJ >r^>x. /PT^yx- tz-fA/ni; 

^/U-f^U^Mitb^-rSrt^oTl^^Lf'o IB?lJ#-5§-5, 6*5j:Uf7^ KM1732 
CO VH CO CDR1, CDR2 *5«fcU? CDR3, Ifi?IJ#-S§-8, 9*3 j^lOKl KM1732 CO VL CO 
CDR1, CDR2 CDR3, IB^J#-^11, 12*3it>*13{c: KM 1750 CO VH CO CDR 1, 

CDR2 *5j;U? CDR3 , E#J#-^14, 15*3 J;t^l6{^ KM1750 CO VL CO CDR1, CDR2 
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CDR3 <D%:fr^tl(DT^Smmm&7frt 0 
2. fcifch VEGF g^ft: Flt-1 fchM^r^^^iSit 

fch VEGF Flt-1 (^-r^cFfp^tt^Wt-SfehVEGF Flt-1 

^y^p-t/I/^flj KM1732 Hlo^Xl KM1750 i^^"^ feh VEGF Flt-1 
fch®3r*7ii# KM2532 *5«fcU* KM2550 ^T^^J-LTiSiitLfCo 

(Dfcfcfch VEGF Flt-1 thS^7fitfr©|8|a-<^^— pKANTEX1732 (D^ 

WO97/10354 \Z.t&m<DWkffi{£ftW.m#^<rJ>>#±vh'<l??-- pKANTEX93 
t/^*i^iI101^-^#^yci^^5K KM1732HA2 *$£.XF KM1732L2-1 £fflV^#C 
th VEGF gr^ft Flt-1 thM^;*^ffc<7>3gm^^— pKANTEX1732 ^XT<OXo 

pBluescript SK(-) (*K^^— ^tWK) <D 3 m g £: 10mM hV^-MM 
(pH7.5K lOmM W^V^V J*$3 ImM DTT ^ibfr-SiMj^ 10 n 1 i^PA, 

io m&frfflmmm Ajmi&mmttM)%tofLT 37<ct 1 ^^sjs^ 

JSat^^y— /l^«fc»L, 50mM MJ:*-:!fcBKpH7.5) % lOOmM mti~hVV^ lOmM 

■ i 

tfMfc-^^f^A,, ImM DTT , 100 n g/ml BSA 0.01% h^-YM'X-lOO 

j&SIRWSK io m i idjnxi, mz. io imioMPWHf Noti(SMit?±^)^B^.T 

2.95kb (D Apal-NotI $f Jr£$J 2 ;/ g HJUXLfc 0 KkiZ.^ KM1732HA2 <D 5 n 

g£r 20mM HM-@E@KpH7.9K lOmM it^-v^v^ N 50Mm g^;WA N ImM 
DTT $d£TF 100 g/ml 4=lfL?frT/l^:/U^T, BSA «fEi-£) 
10 // 1 icAPx., Ml- 10 ^{io^ijpg^^ NlaIV(~a. — r^9>h^<^^yX^±M) 
%MZ-X 37X1X* 1 ^fPsIS^^-^^o ^SJ&^£^/-/H£Jf£U 50mM hy^-^ 
(pH7.5K lOOmM mt^hVV^ lOmM mt^^-U^ A, ImM DTT, 100 // g/ml 
BSA iJocfcTJ 5 0.01% h^-Yh^X-lOO^^^^WM 10 m 1 \^m^ Ml- 10 ^OffiH 

mmm Hoti&mm&M)&tox.x 37°c-e 1 B#p^j&£-£7t 0 m%.fcm*Ttfn-x 

^^fl^*f&l-T#HU ^ 0.41kb CO NlalV-Notl mft&ffo 0.5 g lU^Lfc 
ia^!lS-^17 x 18(d|2*!cC0^SBa^J^^ri-S-^fife DNA Sr^fifcMItt?^— ..f^/n 
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tfcltt) , DNA ©0.3 m fo^: 15 m I VHBffiTklZtiaX.^ 65^7? 5 

Ap^bfco m&j&m&^mzx 30 #rajfe«Lfcgu 10 ^^ti^csoomM hv*-mm 

(pH7.6h lOOmM M.it^^U^J\, 50mM DTT]2 n 1 £ 10mM ATP 2 ju 1 Sr^fl^., 
Hid 10 T4 polynucleotide kinase (SiBagtfcSD ^MtlX 37t"C 30 £ffQ£j& 

±B2-C#e>ttfc^ P 7^5K pBluescript SK(-)E&5fcc7> Apal-Notl $r>f 0.1 /z g 
^KKM1732HA2ft*©NlaFV-NotI»f^-0.1 /i g ty^iMb^ DNA0.05 n g% 
±m 10 it 1 (DUM^^HK., DNA ligation Kit Ver.2 (^.mm±W^^^X^.mU 

urn dh5 a tfs (Mmmt±m) &m&mmu m 1 i^Lfc^^K p bsi732h &m 

7vl.o 

WO97/10354 dfaf^T^^K phKM1259LV0 <£> 3 // g £r 50mM hy^.-^ 
g&(pH7.5), lOOmM ife-fb^-hUS^ 10mM Jfrfk-^-^S^A, ImM DTT &£Xfi 100 
M g/ml BSA d^/«C5jg«S9? 10 /z 1 \Z.MZ.s Hid 10 ^©^JRB^^ EcoRI 

^T^D— ^^/^^C^cSjidT^-SlLs 2.95kb <D EcoRI-SplI Wt)f&ffi 2 » g 
iHjJRLfco #Ct;i, 7°7^K KM1732L2-1 © 5 /z g £ lOmM hy^-^(pH7.5), 
lOOmM mt^^y^J^ s ImM DTT fat>t£Z>M.W& 10 zz 1 {Zljp^, H(C1 10 Wi© 

ffinse** Mboii(m#jifeMttM)SrJnx.T 37^-? i mmsifoztt 0 &Bu&m&=* 

/MMU 50mMhy^-il:^(pH7.5), lOOmM it-f^W A, 10mM mt~W* 

ispj*, imM DTrfahtezmmm io v i id*n^ s Hie io m<iL<Dmmmm ecork^ 

KXftmL, m 0.38kb (D MboII-EcoRI mft&fo 0.5 zz g EUfcLfco E#|#-f§-l 

9, 2o\z&m.<DmMfflM*m-rz>'erf& dna (-y-^^v— , 

DNA CD 0.3 n g T o£r 15 u 1 ctj^^tKJ^Px., 65t:-e 5 ^^*P^Lfc 0 ^ 
RjSiR£MfcT 30 ^WJfc«L7b^, 10 tiF@ttr%[500mM M>*H!fiifc(pH7.6K 
lOOmM JtYk^^i^A, 50mM DTT] 2 /z 1 £ lOmM ATP 2 zz 1 *1m7L< HiC 10 i£ 
f£c7> T4 polynucleotide kinase (3??gi£t±$!D ^PAT 37 0 CT 30 #{HjSJ&£-£> 5'* 
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±IS^#bftfc:/7^KphKM1259LV0 EcoRI-SplI Kjt 0.1 » g 

KKM1732L2-1 MbolI-EcoRI mK 0.1 zz g ^U^^fb^Efc DNA0.05 zz g 

10 zz 1 <DWMik\Z.1m%., DNA ligation Kit Ver.2 (Sfiitl±^) £fflV 

±mmDH5 atKl^ittSD^I^L, IH2(C^L^^^KpBS1732L^ 

tMbfel^?affi-<^^-pKANTEX93 <D 3 n g £ lOmM hy^-^(pH7.5) x 
lOmM mk-rr*iS?J*&J:Tf ImM DTT jo»bfc58M»jfc 10 zz 1 MX., MiC 10 $ 
OLCDimmWM ApaI(^S5tt±§!0£2lPX.T 37<CT 1 B#f?gS/£;£^fc 0 $%fcfcm$:^ 
fS—A'ttm^ 50mMMJ;MfiSfe(pH7.5K lOOmM mt^hV 1 ?^ lOmM mt^f 
**>*7^ ImM DTT N 100 » g/ml BSA *3,fct*0.01% r^fR/X-100 a»£>&3g# 
m 10 /z 1 S^Px., Mi- 10 l£ffi<Z>fMI8#ag Notl (SMitttiit) SrAPxT 37°C-C 1 B# 

raR*£?$*feo &Ri&m&Ttf*—x#A'm,fs.ifcmzTftmu m i2.75kb <e> A Pa i- 

Notl mtt&to 1 M g EJfcLfCo ^(i x iffiTW&tLfcv^^K pBS1732H <7) 5 zz g 
Sr lOmM MJ*-4&i&(pH7.5 K lOmM ^^^^A*3«tU« ImM DTT^fe*5« 
10 zz 1 {^JPX, 10 3£ffi<2ffl|fiBIM; Apal(S«3tt±^)^PX.T 1 

mm%.!fc£ltti 0 mRJtM^^y—^ttm^ 50mM hy*-*£®K P H7.5) , 100mM 
JIMb^H^A, lOmM Jfeffc-^^S^i^ ImM DTT „ 100 zz g/ml BSA *5j;U? 0.01% 

x-ioo fabteZMffim 10 At 1 (C^JPx., MiC 10 ^oMPg^m NotKSfi 
3£*fc*i)5r*D;iT 37°CT» 1 mmRft^tio ^S/^^T^n— ^/wm^Sb^T 
^jiJU 0.46kb <£> Apal-NotI $r ft&ffi 0.5 zz g HJl&Lfc 0 

-tlB-e^bH/^tHk^t^m^^^— pKANTEX93 fc^OD Apal-NotI flfrJt 0.1 
A g^7^KpBS1732H fc^Apal-NotlBf/tO.l zz g 10 zz 1 <Z>«^* 

{cAPx., DNA ligation Kit Ver.2 (S^Mtfcl^)S:fflV^Tftffl|ftW»i^:|tV^, igi&L/c 0 
r©<fc5^LT#^ttfdamx.7°^^KDNA *&K&fflV>T:*:»BiDH5 

ifel^v -hlBT^#btl/7t^°^^K pKANTEX 1 732H ©3nS: 50mM bV*-&m 
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(pH7.5h lOOmM mt-ThV^^, lOmM Wkr?7**S*?^ ImM DTT*5j:t)* 100 n 
g/ml BSA **bt£*&m&L 10 n 1 JEttl 10 ^f&CDffclJpggf EcoRI (SIBJgth 

m)ft£x$mmmm spi\&mmtkM)&M%.x 37°cx 1 mm^^t^o msatm 
%Ttfv~-xy/umM.$Kmizxftm^, m i3.20kb <d ecori-s p ii mK&m i n s m 

lRLfc 0 m^-. ±IBT#^Hfc^°^^K PBS1732L ©5/ig|- 50mM h>M-:&^ 
(pH7.5K lOOmM mt^Y^^ lOmM ^b^^^A, ImM DTT *5«fct/ 100 /i 
g/ml BSA ti*ht£Z>m.Wm 10 /z 1 }^Px. x M(d 10 ^{io^ljpg^^ EcoRI (^@j£*± 

&TJfv—^;l'm,^.#kmzXftmi', m 0.39kb (O EcoRI-SplI mfr&m 0.5 /i g Is] 

±ieT#f>^fc^^KpKANTEX1732H &#ECD EcoRI-SplI $fjf 0.1 /z g> 
^KpBS1732L fc5fc<Z) EcoRI-SplI |fr/f 0.1 /z g 10 /i ] (DWmfc\Z.m?L s DNA 

ligation Kit veT.2^mm&m)*m\<^Tm.mmwmz.'fe\,\ m%nvti 0 r^j^u 

mhtitcmm^^^ DNA ^££/B^T:*:Ji§® DH5 a mj|€#^M*±§!!) £ 
^W<l£l&U El4^L^^5:KpKANTEX1732 £#fc 0 
(2)^th VEGF^^Flt-1 th^^^^^,-<^-pKANTEX1750 

WO97/10354 }-IE«C»th{b^:^m^^^^^7-tr5/h-<^-pKANTEX93 
^»!jlO13l-e#^^7^K KM1750H2-l rJoiO* KM1750L3-1 SrfflVvCirL 
fch VEGF Flt-1 thM^^#O3§m^*- P KANTEX1750 &UT(DJ:? 

izLxmm^ti* 

T^SK KM1750H2-1 (7) 5 n g £ 33mM MJ^-fflFfift (pH7.9) , lOmM Sftg-^itV 
•>A X 66mM ftfi6^y^AiS«tU« 100 // g/ml BSA fr&ft&ttflfft 10 jtz 1 JJ^JP*., 
10 ^ficDMPS^* Alw26I(~a.— ^^^HV^^^-^X|±M)^P^T 37^ X' 1 
l^raS^$*feo /Mfc^U 50mM HJ:MftBKpH7.5) , lOOmM 

ifrffc^H;?-^ lOmM K.fcrrlT3(>*S*7 A, ImM DTT, 100 // g/ml BSA *J,fcU? 0.01% 

h^h^x-ioo^^saafae 10 ^ i 35 10 w&oftjpssng Notuss 

aStfc«)SrJn^.T 37tx l ($Fp8S/&$-£7c 0 KKj&^&Ttfp— *^m&»»fc:T 
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fcl 0.41kb (O Alw26I-NotI WrK&m 0.5 n g nmxL^ 0 M9m^2i^ 
2.2\Z&m<0&WS2Mtt°tZ>'&f8[. DNA &4tm^(W?4 — tiM), # 
-a-fife DNA <7> 0.3 fi g fo?: 15 n 1 iO&Q*., 65°CT* 5 ^Mff&Lfco gER 

JM^ffii-T 30 ^^^fLftf, 10 ffr»Sftf[500mM hy*-i£$K P H7.6) , 
lOOmM ttfk^^S^A, 50mM DTT]2 // 1 1 lOmM ATP 2 1 £r#Px., 10 ^ 
T4 polynucleotide kinase (^fiatthSI) £*Px.T 37°CT 30 #IUKJES£-£\ 5'5fc 

Mt&&lKD2 (DT^ibntcZfy^^ pBluescript SK(-)&$£(D Apal-Notl BrJt 0.1 
/x gi^°^5:KKM1750H2-l &5fc<D Alw26I-NotI $r>f 0.1 n g tV^M&4k&f& 
DNA0.05 n g &dkM. 10 // 1 tf^^TMw&Px., DNA ligation Kit Ver.2 (Sgj&fcfcSI) 

k 

PBS1750H £#fc 0 

^{i, 7^*5K KM1750L3-1 lOOmM hVX-l&m (pH8.8) % 440mM ife 

fc^hy^A, 12mM Ifrfb^^i^.A, 14mM 2-*A'#z7'h=-#/— /Pjo 200 /z 
g/ml BSA a>e>fc5»«Jfc 10 /x 1 J^Px, 3£{- 10 W&<£>ftjpgg|§jt MaeII("<— y>-;*f 

vy/N^i,|±||)^x.t 50°CT 1 B#HHKJ&£ii:fc 0 /Wfc»U 

50mMhy^-^^(pH7.5), lOOmM mk^hW?^ 10mM JfrfbT^S^A, ImM 
DTTtf>£>ft5^« 10 // 1 tiJPx, 10 ^OftflSiPK EcoRI (^SafttS!!) * 

0.38kb <£> Maell-EcoRI ^f>t^ 0.5 n g IeURL^Co ifcte, E9J##23 % 24{C1|5 
^itSia^J^#1-5^^ DNA (1tt7?V — r^yo^- *±M) , 

DNA ©0.3^ folr 15 /t 1 ©MMtM^JPx., 65°CT? 5 ftf&MmV,tl 0 
mmZT 30 5>M4kjlLfc« N 10ffiPjgafM500mMhy^-4fi»(pH7.6) % lOOmM £ 
fl^^i^A, 50mM DTT]2 /z 1 £ lOmM ATP 2 // 1 SrAPx, Mi- 10 ^^(75 T4 
polynucleotide kinase (SM it ttK)**B^.T 37°C-e 30 # UK 5'^^?ry>- 

^J£^JlO2(l)l?#?DtLfc^^KphKM1259LV0 EcoRI-SplI ^f>f 0.1 /z 
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g, Zfy^V KM1750L3-1 E&3I5CO Maell-EcoRI mft 0.1 n g &&T$V^mk&&. 
DNA 0.05 n g£r£:4 10 fi 1 <DWMfa\zM7L. DNA ligation Kit Ver.2 (^@it*±®l) 

PBS1750L £r#fc 0 

JiteTlt^tLfc^^K pBS1750H ©5<igS: 10mM hV^-i&B. (pH7.5) x 
lOmM J£ffc-^*V*A #5 «tt^ ImM DTT 10 n 1 {d^JPx, Ml- 10 ^ 

?;~JVttfflL\^ s 50mM hU^-^^(pH7.5) N lOOmM mt^hV^J^, lOmM 

ImM DTT, 100 *z g/ml BSA ifocfct^ 0.01% }^fK^ X-100 J^ib&SMffj^ 

io a i (^nx., 10 mixDuvmm nox.\(,mmm±m^i)\\x.x zvcx* 1 n#na 

^^itfdo ^SJ^M^T^Uv-^/^^Kl{-T^ilit, ^ 0.46kb CO Apal-NotI 
$T>i-£$\) 0.5 ^ g IhUKUCo 

HW!jlC02 (1) -C^^tt^tHb^t^mffl^^A^-lr^h^^^— P KANTEX93 
Sj#ECOApaI-NotI$r>f0.1 n gt^°^5:KpBS1750H ^^OApal-Notl^^ 0.1 n 
g^4 10 n \<Di&ffiA\Z.J)QZ., DNA ligation Kit Ver.2 (^MieftlSD £Jf|VN-0(£ffl 

pKANTEX 1 750H £#fc Q 

±IE"e#b^fc7 D ^5:K pKANTEX1750H 60 3 /z g £r 50mM hV^~MM 
(pH7.5) N lOOmM mti~W^ lOmM ifrfb^^v^i^ ImM DTT SSjCtF 100 zz 
g/ml BSA 10 zz 1 \Z.1MX., 3Ef- 10 3M£<Z>fli!LI8&& EcoRI (^Mattt 

§5!)*5J:UWgg|gi SplI(SMitttM)^P^T 37°CT* 1 B^KJ&^fco m&fom 

* 

%71fti— ^/^m,^.^m^X^mV, m 13.20kb CO EcoRI-SplI mft&m l//g@ 
iRL/to fcttl, -fctET^^tLfc^^^K pBS1750L CO 5 zz g 50mM h^-^^ 
(pH7.5) , lOOmM ±&fl^r-y^ lOmM ^fb^^v^A, ImM DTT *3 «fct)? 100 zz 
g/ml BSA 10 zz 1 i^Pxi, Mid 10 WftCOMPWKf EcoRI (S@3i*± 

0)#J:t>Wggf3f SplI(£M^tt§$[)^Px_T 37°CT 1 B#F^Jfc£-fr7to 
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XffA'tt.tiimzXftmL* m 0.39kb <D EcoRI-SplI mK&lfo 0.5 n g HI 

±IET*#^tLfe^^KpKANTEX1750H &$k(D EcoRI-SplI $r)t 0.1 iz g , zfy 
pBS1750L S*^> EcoRI-SplI 0.1 // g 10 // 1 O^StM-APX., 

DNA ligation Kit Ver.2&Mm±m%m^^X&.mmWm^l£\,\ ^Lfc„ Z.<D£y 
KLXmhtltmm^y^F DNA ^fi££/j^T;»di§^ DH5 a 4fc (m#lfrji*± 
§Sl)£0K<le&U HIS^LTi^^K pKANTEX1750 

(3)pKANTEX1732 *3 pKANTEX1750 £fflV^ci/ifcr- VEGF gigft: Flt-1 fch 
M^^ta^O^^h^n— YB2/0 jffl%& (ATCC CRL1581) -C<£>3§§| 

YB2/0 i»^<£>fctt r- VEGF Flt-1 thM^^^tnl^^^^— 

PKANTEX1732 *3 «tl>* pKANTEX1750 O^Afi^i&^CD^&i^l \ rcWh-nzKl/ 
— v'a^&CCytotechnology, 3^ 133 (1990)] {dTfTofc 0 

^Mi0!ll<E>2Jg(lK (2)-e#t3tufcpKANTEX1732*5j:-a«pKANTEX1750(^5 /z 
g &4X10 6 ig|<7) YB2/0 ^fflfla^A^, 40mlORPMI1640-FCS(10)JMM£JEih 

(FCS) & 10% ^t? RPMU640 ( 0 ^g^ttM) ] }-M3U 96 ^A-v^n* 
-T^— TV— K^n^f±$5!) 200 l/^^T^&bfc,, 5%C0 2 -f>3^-<— ^ 

-t*j-e s?^, 24 n# p^n^ ^^^v->- (^t, G4i8 mm-tz. ^^±m>^ 

0.5mg/ml IzteZX^zmULTtStbK 1-2 ®P B 1i#^L^ 0 G418 Ittt^^-r^^Kfe 
Ofctfcr- VEGF Flt-1 t h^^T^^COfett^^Tt^-r^^^S'J^^^ 

^t$th VEGF g^fls: Flt-1 7N Tanaka h<D^m [Japanese Journal of 
Cancer Research, 88^ 867 (1997)] |I^^ilLfc 0 96 V ^/U(D EIA /B:?V — hW? 
J-r-ttM) iZ-s PBS T#f?Lfc 1 jz g/ml (D BTM4t:h VEGF ^gft; Flt-1 7N £ 50 

i/*^-c#&u rcx-mmmLxmm^tz 0 PBsxm^-m, 1% bsa^ 

t? pbs(£*t, i%BSA-PBs^i2-rs)^ ioo fi i/^^/um^ m^x 1 B^^/fc^ 

^TaoTV^^ttS^o^L/to 1%BSA-PBS Sr^tT, 7f2«*ite&#c<^#±«£r 

52 



WO 99/60025 PCT/JP99/02661 

50 n l/!>x/l/T^ftl, ilt 1 «praSJCSS-e:/Co 0.05% tween20 £r£tp PBS(J£i 
T> 0.05%tween-PBS i&tBi~5) 1%BSA-PBS f£T 3000 ffiFfc.*JRLfc'< 

flll;tT^i&T* 1 8#Rfi,Kl&$-tf:> 0.05% tween-PBS "Cgfe?^, ABTS Sfi[2.2-7^ 

;tT3gfe£i2r, OD415nm WRihlg.*: E max <^e 1^3.7 — X*tg$l)£r/Bv> 

^±^ t P(^th vegf s^fr .Fit-i KhM^yffifcvmmmibbntiiMm 

*£!MJttJ:o^T\ £ME&±&-f 5 B #J-C\ 0.5mg/ml G418 *3j:t>* 50nM ^ybU^ir 
— MfiTF, MTXi:^|B-r5, ^-ett») Srg-tf RPMI1640H*CS<10) J&tfJjCSKfflU 
5%C0 2 ^>'^^-^-ftT37 0 C > 1-2 9RQ&#U 50nM MTX Bt^WTS^K 

Ofeh VEGF Flt-1 thM^7tafr»©tt^±|BO#^!Sai^jSfe(i«fci9a 

id MTX lOOnM, 200nM t±lf Tfrt> 0.5mg/ml G418 jo «fcD« 200nM MTX 

Sr^tPRPMI1640-FCS (10) lg*&T-i#Ji*r tgT^O, fctth VEGF Flt-1 fc^gJ 

*»W*t»tth VEGF Flt-1 thM^v 

ttfrSr^Mi-5^«te*SWlia«ji:Lfeo SB*-"***— P KANTEX1732 «r*ALT#fc 
ttfc^W^Si&i&fflfl&tfc, trtfch VEGF ^i^-W- Flt-1 ^^^e y^n— >j-/i<tfifc 

KM1732 S3feOfett:b VEGF Flt-1 fcbM*;*7gifr&£Mi-5^Ktelfctfca> 

0fl£LTte KM2532 tfS&lf ^fr, -ttb^^i-Sttth VEGF S^ft: Flt-1 fchS^y 
^6t#£ KM2532 £^£Lfc 0 *fc> ^gm-<yy— pKANTEX1750 IriAUHbtlfc 

7^K$5&$M&#^ i~^fc>*>fetth VEGF Flt-l -v>>^e yya— j-frtfifc 

KM1750 Sl^fctth VEGF g^ft: Flt-1 th^y^te&£0t-5;^lte&$S|c<7) 
mtLTte KM2550 dSfeJf fcjx, -ttt^^jg-f Sttth VEGF g&fle Flt-1 th§^y 
90tfls«r KM2550 kfit&l,ti 0 '&btltc&J&Wfc&fflJ&?v-->'(DfoKh VEGF g<g 
# Flt-1 thS!^9fit^^M14»4#«J 5 ^ g/10 6 ifM/24 B#F^T*feo^c 0 
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(4) feh VEGF Flt-1 Khm^^tfL&nmmiiffifab&ffiM 

KM2532 4o XXf KM2550 £r 0.5mg/ml G418 & «kt5 200nM MTX -^tr GIT igift ( 0 ^ 
®[^±^)i' l~2X10 5 $MS/ml kteZ£?icmffiL, 175cm 2 (^^^—^± 
9g) i- 200ml -f ofr 5 ^(r^^LfCo 5%CO z -f |^-e 37°C, 5—7 0 ft) 

mmu ^7^^w^tzi%&T*&mm±mm l.oL^umxLfco imi 

O^-fe-^/^A (^-r^oir^^^±^)^^L, 10ml <D 1M ;?»>--0.15M 
NaCl(pH8.6)£ffll^T lml/#C0^itT*#7i>v£:2»Lyt o i5fc?£^ _LfB<Dj;5t;Lp£!| 
Lfdnfcr- VEGF g^ft: Flt-1 fchS^^ffc KM2532 :ft£t>* KM2550 ^t?l#^ 
±m^tl^:ti 1700ml, 1800ml £: 70ml/B#O^jg-t?^ o nir^-7° A ^^(Ciitf Lfc„ 
£bfC 10ml (75 1M rU^-0.15M NaCl (pH8.6) £rffl^T lmi/#<D^Tift#f-Lfc^ 
pH6, pH5 *5j;t>* pH4 <D 50mM t ^l/m$LffiWL& 4ml T^Pg#Ji£#fc#-U 50mM ^ 
^M®^(pH3.0)^ 7ml iiitbTthMdr^^^^mLfCo Wlfc$k, tn.Kh 
VEGF g^ffc Flt-1 t^^^^tn:^ KM2532 *3J;TJ« KM2550 ^^^tb 0.4mg , 
0.3mg#k;Hfc o 

M^L^th VEGF %imfc Flt-1 fcr-SHM^t/tft: KM2532 fej;^ KM2550 (2, 
SDS-PAGE feTiii?#fL;/c 0 SDS-PAGE ^Jk^KD^m [Anticancer Research, 12, 
1121 (1992)](Ct$ofc 0 y/KC«5~20%^^>'h^/k(rb— t±M)^x 5H^*-^ 

— >fcfc<90^^^^M4i:LT 2.5 /z g £>£tfch VEGF S^ft: Flt-1 th-M^f p^tft: 
KM2532 *5 cfctF KM2550 fc^-^iJl^tbU ^— ^yyT^h^-^T^^L 
fco ^C7)^^E|9(c:^LfCo thS^^fctft: KM2532 *5 £U KM2550 14, ^M5v0k 

<*Tx*teft*mm 150 frMz. i g c ©✓■^Kflssgfcfe*^ st^rtr-m^ 
igc ^co^t^fi, ja5c*#T^tt^-?-m^^^KiS$^!o^»f$n, ztveti 2 # 

(59 H 0W8«fct* L fcfc^tfU ^515c^#T-t?f»^tt 2 ^ H *5,fct* L 

^J*$ti/5^^* 150^n^/i^h>-cDr9'^<JrLT#^i-^<i:::^<!r— fcMS 5 *^ 
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Ufa KM2532 *5J;T* KM2550 teJE^^ffim<Vttfcft^X"fc%^£friT<£tifr 0 
<5) tfith VEGF Flt-1 KhM^^ttfrnZh VEGF S^ffc Flt-1 tttt&& 

ftgSMftth VEGF Flt-1 thM^^tii^ KM2532 *J it5 KM2550 (Dth 

vegf s:^^ Fit-i \z.n-r?>m^B^&.T(D^mi^\ mm^tio 

"T^tSth Flt-1 7N »i Tanaka h<T>?5lfc [Japanese Journal of Cancer Research, 88, 
867 (1997)J«^f|$!iLfc 0 

Flt-1 7N S£r@5£U ^Pi-St^^^^flso^^Sr^k^-tirT^-g-©-!*^^ 
Lfc 0 96 EIA mzfU—hir^i—^kM) PBS -TMfrJRL/t 1 n g/ml O 

?gf£tb VEGF Qm-fc Flt-1 7N 50 /* l/^x^T^ftt, 4tT— l!fe#cKLT@£* 
^-tffco PBSTifcfr^ 1%BSA-PBS £ 100 ^ l/^^y^P^L % 1 B#BSJKJ&£i2: 

TaoTVN-S^ttS^r^no/^LfCo 1%BSA-PBS £rj£T., 0.152 —333ng/ml Offiffiltrt 
fch VEGF Flt-1 t r^rT^ft: KM2532 *5«J;U? KM2550 £ 50 1/^/WT 

^?1.-C 1 H#HgSl&£i2rfc 0 0.05%tween-PBS -Cgfe?^, 1%BSA-PBS \ZX 
3000^(Cl#-^L/c-</^^>^-if^^:tMgG fetfls:(T^y^7^ = — U^^± 
§!0£r50 u \/V*;UXMx.TmM.X 1 H#P^l££-tir, 0.05% tween-PBS X*m&&, 
ABTS S^^[2.2-Tv ? ytf^ (3-^/i^;x>^TyWl^-6-;*/l^^)T^t~^ 
•AJ&50M 1/^^/^-e^BX.T^fe^, OD415nm<D^^f;S$rE max (^ei^r^— • 

^ffi^miO (A) i^-r o fctth VEGF Flt-1 fch^T^fctfr KM2532, 

KM2550 ttfiL&mmitil£&}\ZKh VEGF Flt-1 7N iO£l^L/c 0 fctfcr- 

VEGF _3t«fr Flt-1 MYm$r *"7%ifc. KM2532, KM2550 (7)%£&mm*m$m^T'&> 

Fit-i 7N m&mk£^TKhm*^fo&<D%i-&m&%tfim^o 96 <^/mt> eia m 

^—hi^y^-r—^tm)^ PBS "C^Lfc 0.04—10 n g/ml (Dntf&'&tV VEGF 
Flt-1 7N £ 50 // I/fr^-C^U 4°CT*— Bfc;&«LTB£if $i3rfc 0 PBS T* 
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$tw&, i%bsa-pbs & 100 n i/v^/i'imx., rn.rn.-r* 1 mmRfczitxm^xi^m 

t£g£r^ns^Lfc 0 1%BSA-PBS Sr|^-C. 10 u g/ml <£>ff§S£#Lth VEGF g^ft: Flt-1 
fchM^f^fctffc KM2532 *3j;t^ KM2550 £• 50 /i l/^/l'Tr^U 1 BfPfH^ 

/&£itfCo 0.05%tween-PBS "C^^^, 1%BSA-PBS iZ.X 3000 ^{d^^Lfc^/^ 
^>^— (fgtttftt:)* i g G ^^(T^y*^ =— U'y^tfcftDSrSO l/">a^T?JP^. 
T^UT 1 Bf Pr1SJ££-^ 0.05% tween-PBS "eiJfci^g^ ABTS &1tt&[.2.2-7i?y\fX 
(3-xf;l/^y/f7/- /W6-^/t'/K^)TV ; E-^i^A]Sr50 l/S^^T^n&T 
3§fe$i2r, OD415nm £>BS3fcS£- E maxW^^— .-^VLfiy— XthjR) & JB V ^TSJ 

•?:W^?ria 10(B) {^i~ 0 fctth VEGF Flt-1 fcM^^fctffc KM2532, 

KM2550 te^V— h{C©^F$-frfcnT^ttth VEGF ^^{fc Flt-1 7N <7)^^{^#L 
fd^-^fg-tt^L/Co fctfch VEGF Flt-1 thS^7*t#: KM2532, 

KM2550 (Dm&fsmxmsm^x'fo'Dtco 

tnCth VEGF S^ffc Flt-1 th§/3M^t£M-J:3th VEGF £fch VEGF 
fls Flt-1 <D^RaW«tt^TOj;5^LT^|^Lfc 0 96 9x4/.v^^9-i/- 

iP7°w— h(^y^ri±ia)i^^y-^ioo // l/ps^-ea^u tv- wsap© 

PVDF JK^Tk-fbLfeo PBS T 0.2 // g/ml <7)jt^(^%^Lfc WT^ttt 

h VEGF g^ffc Flt-1 7N £r 50 /z l/^/l'T^i^U 4^1?— SfeftILt®f $*/c„ 
PBST*^«, 1%BSA-PBS <£r 50 I/frsA'jD*., 1 H#P^J&£-frTaoTl> 

SE&ttSSr^os^Ufco PBS 1%BSA-PBS^T*«?L 0.004-2 n g/ml 
©»»Stth VEGF S&gflc Flt-1 fcMhfr^Stfc KM2532, KM2550 &ttmWSi£. 
h VEGF g^ft: Flt-1 ^^^ey^n— ^/Ufctfr KM1732, KM1750 £ 50 n 1/^/P 
"?#&U 3ng/ml<^) 125 ItI^thVEGF(T-^^^±i!i)^50 l/^/P-? 

APXL^Ml? 1.5 l^raKlS^-frfco 0.05%tween-PBS Tgfer^f^, 50 , ClCT^a/^<6«6 

^ni/^f-0(/^#- Ktfc«)«:30 m l/r>3i/^T?*P^i, Hy^^K^V 
*-KtfcJ*)*fflVNT, #^W£^Lfc 126 I |il:f VEGF ?>;&#t?&tt»J^LfCo 
^(D^^miH^ir 0 HH^bfcJ:5lJ:tftth VEGF g^flc Flt-1 fch§MM^ta 
# KM2532 *5«fctf KM2550 teftflc»&#t#6<jfc:fc)* VEGF £fch VEGF Flt-1 
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<7)^-^5rPl#Lfd 0 tafch VEGF S^ft: Flt-1 fchS^r^inf*: KM2532 *3j;t>* 

KM2550 fttth VEGF g^fr Flt-1 vr>^y^n-t;^ft KM1732 &>£TJ 
KM1750 tPl^^th VEGF £t h VEGF ^UW- Flt-1 ^^PR^tt^U th-M 

( 6 ) trtkh VEGF Flt-l fchM^^fr<Dfg§rr<5^fc°r-~ 7°^^ 

(6-1) Rl^t^th VEGF g&fr KDR 7N % "T^Eth VEGF ^pl/^Vg. 
Flt-1 7N.K2 (DiSM 

"T?gt£t r- VEGF KDR 7N, ^t*th VEGF g^#3r^*>/N°^fC Flt-1 

7N.K2*r£*T<*>«fc5teL-aPI*[Cfc 0 

(6-2) nT^ttth VEGF <§L?&W KDR 7N Z&T&^W — (Dffim 
fch VEGF g^ft: KDR O^t^^yfK^i^fS 19 T^^&tFfiE&# 
©N^JgT^i^^ 738 # e idtB^i-S^I^ttkh VEGF ^{fc KDR SrJ*- 
(^T> VEGF g^ft: KDR 7N RTfV^ # — 2 7^ 

H $s £ if. i~ 5 it ft <D -< # ? — £r JL^ T CO ^ jig -e fls $g L Ac 0 

^I^teth VEGF KDR 7N *I$gtfcfch VEGF KDR £>£BJ& 

fcr- VEGF S^ffc KDR <D5Z±M cDNA Sr3-Kt5 cDNA ^a — v BCMGS- 
neo-KDR[Cell Growth & Differentiation 7, 213 (1996)]$: EcoRI T'^O^rL, 

kdr (DmjmKmmRx$mMi&mm*='~h*-rzm 2.8 kb <omn^ P uci8 co 

EcoRI flJffitJ:»*.iitfri:^«toT» pUC-KDR &ftMV1t 0 pUC-KDR £ Xhol 
T-$J®rU Klenow #L3liK Xbal (g2?iJ#-5§*57) SrJf AfS^ICfcoT 

pUC-KDR-Xb &feMLtz 0 pUC-KDR-Xb CD Xbal-BamHI (2.3 kbp)$rjt£ 
pBluescriptll KS(+)<7> Xbal/BamHI gfltel^ALfc^ , Sphl-BamHI (5.2kbp) 
0Trt5:il*iU SnaBI ^&£^tf #J&y>-#— (Ifi?IJ#^58&t^I2^J#-§-59) 
<SrJfAt, pBS-KDR-Xb-S «rffs«L/t 0 
pBS-KDR-Xb-S % SnaBI/BamHI TSUBrU ^ih^K^^ NotI £M&£&-£tf 

^jfcy^*— (e^J#*60&t*E#J##6i)&»^£^ % P Bs-KDR(xb)-s-N 

£rf£$S!L7c 0 pBS-KDR-Xb-S-N <D Xbal-NotI (2.3kb) m^^^<^-zLti^^/U^ 
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*&^&X. pVL1393 ^7*KF(D7$y^}?y^(Po\yhedrin)mfe^<Dfc^ffl1li!i&(D 
TI 5'{flJ Xbal Rtf 3'M NotI 3*. 3^ ^I^ttth VEGF g^ffc KDR 

7N 3g?g,-<^ — pVL-KDR-7N %ftmi>t~o 

(6-3) Bl^tSth VEGF ^#3r^^/^fC Flt-1 7N.K2 ^Jg^* — <D 

fit Hi 

*T*gt£th VEGF g^ft: Flt-1 ®£''£ r '?*A'£?!ISrg-tf N^Jg^Pj 750 # g id 
ta^i-S^ttth VEGF ^^flc Flt-1 7N(?)9^> N«^2f g^V^ 
n^y^g&fir^fBii-rS, 100 # @ £>T5;/^>6>k 204 #gtf>T^y^£, 
^Ttt 2 T^y^/^bft5y^# — (Gly-Ala,Gly-Thr)£^LT > "iM&th VEGF 
g^fr KDR <Z) 2 # g <DjM.yfvzfV ^mmiL^m ^-TS, 95 § § (7)T^y^ 
b 199 #g<DT^/^t;ig&Lfc=3M7^^fC Flt-1. K2 £3g§L£-tfr£fcfc<£> 

flt-lcDNA[Oncogene, 5, 519 (1990)] (D EcoRI/Hindlll (1.9 kb)$r>f£: 
-<^-M13mpl <D EcoRI/Hindlll CfAl, pM13-flt Srf^^{Lfe 0 pM13-flt 

&izm~m xLiBiue (d^^$-fr, ^.M^m^^iiL^m^j^mMAm^r^b 

MutanK mtf<D-?~x.T;\/\Z'&o T, J§«_h?f<J: <9 ssDNA £ P §g L 0 # 
ssDNA Ir^iiLT, 56 &&fabJ&&&V^5t.?U3-^b* (m&l&-%-62) RXFU 
^WM^^M^Xm^riyh MutanK (^Mi£i!D£/BV^ ^Ma£$*tf>glH£#^#J 
^^#Affl=¥^h MutanK WiH<D~?~=LT /ls\ZL$£-z> TgB'(44#^#jg£^£:tTV\ 
Flt-1 2 ^g^-rAy^n^yv^gpjfi^r,— K-rs^g^^^ 

^-frfc^^ Flt-1 Jtfe J f-^«^7 ,> ^^K(pM13-f1t'-D2N)^f^igLfci 0 #ct£ N . 
BCMGSneo-KDR[Cell Growth and Diff., 7, 213, (1996)]DNA 10ng<|:££§J 

# 10 pmoK TaqDNA tf])*y — M/<y7 T — > Xt^ lOmM ^^"^r^^^W^-^ 
K£yyi?r^tfi^ 100 ml i£ 2.5 units <D TaqDNA tf})*?— if tr^Db, 
PCR S^SrfTo^Co SJ&te, 95^CT 90 50^-? 90 72^1? 90 &|R 

<£>s/&& 30 nmt>igu mmLtc kdr ©aBja^M^© n 3fcaM^£> 2 #§ 

O^Ay^n^y>^^S^rz-Ki--5 DNA Kfr Jf £ 0 I|X L «, ^ DNA fSfritSr 
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Narl/Kpnl T*WmL, 340bp <D Narl/Kpnl $rJi-£#fc 0 & DNA MKRZF, 
pM13-flt'-D2N <D Smal/Narl(0.5 kb)$f>f-£: x pBluescriptll (D Smal/Kpnl gjS 
& \Z ffi A L , pBS-flt-l'-KDR2N £ fls $g L & . pBS-flt-1 '-KDR2N © 
BamH/KpnI(0.8kb)|#r>i\ pM13-flt'-D2N <D KpnI/MunI (80 b) m Jf x 
pVL-flt-1 <D MunI/NotI(1.5 kb)B/rjt£:, pVL1393 <D BamHII/NotI MtiLiZW 

At, Flt-l.K2 itte^£jS.£:7 0 7*5:K PVL-fkf 3rfEMb7c 0 

(6-4) E*.#fflfl&t-<fc3 oX^ttth VEGF ^m-W KDR 7N *5«fct^$gttfch VEGF £ 

Stt^M^^v^Jf Flt-i 7N.K2 &m.%ftytiib(Dm%-Wi:%.V'</i'X(Dfcm 

n=r— /UK^^ — * PM-21001K)&/BvnT^<E>-^=zi.7VW- 

f£ v T tf> # MS T ft o „ 

TMN-FH ^^^^^^(77- ^^>i±§!0 i-Tig^Lfcg 
Sf9(^T~ ^^xytl) (-ll^dra.a^^/u^ DNA [/^adrf — /l^K 
^ra.n>7^/P^ DNA(BaculoGold baculovirus DNA), 7 7- — ^VS^tVifciR] *3 «£ 
t) ? f^lSLfch7V777 — — DNA SryaKVa^v&iCT^A-t-S^^CSfi 
®^i£gl3f , 37,. 2701 (1992)] VLZJQ , ja^*^^a.n«7-<^Sr^T<©J:5(C 

(6-2)-eftmUfc^m^^^-^> 1 /z g tj&flt^df ^.n^/W* DNA <Z>20ng£ 

^Lfe^cD^P^^ffiT' 15 #Ra#cgL*: 0 — # Sf9 JftB/fe 1 X 10 6 f@£ 2ml <D 
Sf900-II »«iC^=i(Gibco)tfcjK] te»»U 35mra ©jWUS^H/B:^;* 

*>j/i'*Z'gttmm±m imi «r^RLfc„ uia-tmti^ sf9oo-n &m 
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imi sranx., ztbiz 27°c-e 3 e mmmvm.^^^/^^^t^mm±m^^ 

K 1.5ml mtCo ZbiZ, (e-3)X-ifM\^tc^m^^ — SrffiV>|^H<Z)}S#$rtTo 
/^L- o 

Sf9 2X10 r m& 10ml tf> Sf900-II Jgfl&KSIMU 175cm 2 :7^=i 
_h* Sri&t£r7cf£ 15ml <£> TMN-FH ^ir^h^V^i^ JifBOM^#UL^/P 

1,500 xg-c io ^mm^^m^xmrn^^. &&K$&mz@im~fz>m&-&%. 

Sf9 mm 6X10 6 f@£r 4ml <D Sf900-II J#i&Kl!$|$SU jll^ 60mm <DMmi%m 

•#fc 0 &i3liifif £G&££f£:J;i Sf900-II igife 400 u 1 £ Sf900-II J#J&t? 1000 f£ 

5ml <7? l%fcM&TjSvi~- xlTtf— 7*9— -T#n— ;*(Agarplaque 
Agarose), ^T-^V^V^] ^ tfl#^ (gc0L^ lml^5%7^-/7^ 
Zfy^-TJSv — XtK^^^T 4ml <£> TMN-FH ^^-ir^M^V^A^jigifpL, 42<C 

ir-l'SrAtK 27^-^6 0 f^i##Lfc: 0 0.01% = a -^^yK^ 

^tf PBsimi^p^^bi^ 1 ^mmmvtcm, mm.Lr^7-?<DWt&%cx_tz 0 

(6-5)g;A*fflfla{3:*5^'5"T^ttthVEGF^^^KDR 7N, R]"^H4tr- VEGF 
ftSM^f^flf Flt-1 7N.K2 ©3B^*5 J;U«fltJ!i 
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RT^tith VEGF KDR 7N *5j;U?^t4th VEGF &&1fc** ! 79>'sWBt 

Flt-L 7N.K2 «J^T^><t9(-LT#fCo High Five 4X10 175cm 2 77 

X=i (y^sCf — ttW EX-CELL ™400 Jglfc (JRH Bioscience *±§!D 30ml 
KKJBU 1 HKtfll, ^^^^(-f+*^^fCo (6-3)*3j;U«(6-4)T*#ib 

fltLY^^^yr — s<?$ — &te(Dm.&-&Z-'?-J/l'*%:m 1—3X 10 8 PFU /ml <D 

mm^t^mm^ imi ^p*. 2 B#^^^$-ar^ 0 ±:»^i^#tf^{c 

30ml <D EX-CELL ™400 tgife 30ml ^P^l 27°C(Z1T 3~4 0 ^l##L/c 0 

ii&T&> i£ « ± fit £ HURL 1,500 Xgf 10 ftfflm'bttffi%ff^^-tffi*ntz 0 
or^-ttth VEGF KDR 7NK:o^Tf3:, ^T© £5 iCL-TSff §gL-fc 0 

50ml O DEAE-Sepharose CL-6B(Pharmacia Biotech ttWDZfttMl-fcXy^ 

&%£<DAQWlZ., 40ml CO Heparin Sepharose CL-6B(Pharmacia Biotech f± 

m^%m^tz.^^^\^um\z.t^^\zm.m\z.mm\., 300ml <d 20mM 

A*R W^(pH8)t?^^Lfc c Pl^tith VEGF KDR 

tfig^M 400~800ml £ 50- l00ml/H#<£>fttjI-eii*gLfc o 300ml 4> 

20mM y^K*^hi;9Ag«jR(pH8)-t?ac^L^, Heparin Sepharose CL-6B 
D^J^CDZhlZ. 400ml CO 0~lM NaCl/20mM V ^J&'t'hV 1 } J»&ffiWHZ.TMWctik1&. 



t^SSei?: SDS-PAGE ^ttt h VEGF ^{fc KDR 7N 

£rg-tf#iii£60~80ml laHRLfeo ©JlXLfcifWM^Ir^by^i/^ 10 (T5: 

3^tt«l)Sr^V^T»*gU, *T«gM4fch VEGFS&fr KDR 7N ^i^LT 
4.8ml 815 // g/mL M^fi 70~80%)#fc o 

"I^^th VEGF &&fc*c*9?>/<#W Flt-1 7N.K2 JdoV^te, J^TCOJ;? 

#^M;i$J 20ml <D^s<V^ — ±Z7TV—X CL-6B y7V[77;WV7 ''*43r s 7"y9 
(Pharmacia Biotech) AB #M~\ 3r3fc*JtL, 100ml CO 20mM H>;*.-i£S£(pH7.5) |g® 

^ffiVNT0.5ml/^CD^iiT^^A^#L7t o ±iB©«fc5l£Wi!iL;fc^& 
tifch VEGF Flt-1 7N.K2 £r#frig#$[ 900ml £r 0.5ml/ 

^COMilT^^yV-ir^Tn— ^ CL-6B ^^AiCii^L^o 100ml CO 20mM 
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<D NaCl 20mM W*-m&<vHl .S)frhteZ>WffiWi% 200 ml igigU ^N°y>- 

*7ro— ^i;i!»*uytseK©»WSrfT5i:*^ 8ml To^(±}^^jijUfCo 

m&tY VEGF S«^^7^^°^SC Flt-1 7N.K2 Sr^tf^HSr 50~70ml HHR 
U ir^hy^^ 10(T^^±^)?rfflV^^L^o »*g&* ^ttth VEGF 

Flt-1 7N.K2Sr»tttLT-t*i^Pix5.8ml(«a» i Bttt:588 
At g/mU #«65~7 5%)ftfc c 

(6-6) fctfch VEGF g^ft: Flt-1 thM^^7^^<7)IS^i~^>-^t°h--^ o C0^f^f 
HHKtfifcr- VEGF Flt-1 t r-M^v^fctffc KM2532 *5«fctf KM2550 <7>»»-T 

^HSttth vegf Fit-i 7N (i/r+;vmm*^teKMi&T^;m*b 750 # 

g jEffi^) » W^feth VEGF g^ffr Flt-1 3N (^^^Ifi^J^frN^T^^ 
£> 338 # g fcl*BS) v TOtith VEGF %Lm& Flt-1 2N (^^/Uga^J^tfN^Jjg 
T5^iW^ 223 # 1 f£*B ^) tt Tanaka & [Japanese journal of Cancer 

Research, 88, 867 (1997)] ^MMLfc G ^H*fchg:^ft: KDR 7N (U^A^BM 

Sr-g"**V >N5fc«gT 738 # g ^ ) x nj^ttt h VEGF 

?W Flt-1 7N.K2 (th Flt-1 7N (DT^m 100-204 # g &y>#— Sr^LTfcr- KDR 
OT5;y^ 95-199 # g id^Lfc^)(D) fi (6-5) }£^V ^f8Mb/c„ HS^ICffl V 
^ttth VEGF 5^fr#S»|#flciO«S:E«032^Lyt o 

B£^&ig^&^^T#tfcr- vegf fr-i /^ D *— r^mit 

KM1732, KM1750 *5«tt«fc:h VEGF Flt-1 fchS^^fctft: KM2532, 

KM2550 CO K/fctiS: it$febfc 0 96 r>*/K£ EIA /B^l h W^-?-— tkJK) PBS 

"C#-$RL^4/z g/ml<75 Flt-1 7N, Flt-1 3N, Flt-1 2N, Flt-1 7N.K2, KDR 7N Sr-tfrl 
■€^50 tx l/r>^T#&U 4 °C-C— ^^gLTlS^^-tirfCo PBS Xfaftik, 
1%BSA-PBS£ 100 hW^Mtl, 1 ftfSlRfctSltxnvT^zm&m&zf 

Os^Lfco 1%BSA-PBS Sr»T, 0.1 M g/ml ©fiMS^fch VEGF Flt-1 ^r>* 

^.y^n— TvHftfls: KM1732 Sfcfi KM1750 S fcSV^i, flHKtrifcb VEGF g^ffc 
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Flt-1 fcj^^^ifls KM2532 KM2550 £50 // l/^x;^^ffiL, MUX 1 

VZfflfcJfc^tiv 0.05%tween-PBS 1%BSA-PBS \ZX 400 fg{;i#^Lfc.^ 

/U^i/^-^I^^^.IgGfetft:.(^=it±^)fc5VAfi 3000 {gl;i«iL7c^/W- 
drv^y— if flf&ivttf IgG fctffc (T^U^V ^—^^^±M)^50 n 1/^/l^flX. 
X&UX 1 ^fPh1S^$^T, 0.05% tween-PBS X'$tW&, ABTS Sfi[2.2-7^7 

OD415nm <£>Btt^£ E max (^t^^— -^VW^—XfrlSD^fflV^ 
^:^)^^:?r^30|gl{c:^-ro ffitY VBGF S^ffc Flt-1 -v"^^^E- /yet — ?vu£t#: 

KM1732, KM1750 & £U*£tt:h VEGF Flt-1 thM^/yt/tft: KM2532, 

KM2550 Yt Flt-1 7N, Flt-1 3N N Flt-1 2N iOfc!r£U Flt-1 7N.K2, KDR 7N 
L^ofco ^ot, feh VEGF Flt-1 -x^y^&/yn — ~T;l<%ifc. KM1732, 

KM1750 *5 iWth VEGF g^ft: Flt-1 fcM^yfctft: KM2532, KM2550 <7>fgfi 
-rS^fh-^W:, th Flt-1 (Z)N*^7^^^ 100-204 #S*T<D^{^*tL 

mmft&mfefe&m^^T 96 ^x/w eia ^yv— m-bs^^s Fit-i 7N X 

Flt-1 3N % Flt-1 2N, Flt-1 7N.K2, KDR 7N S£-^i£U ^JPi-^fchM^^fctft: 

<vm&*mt£itxMi'e>-mvk%WimLti 0 96 eia m^—hiv^^—ik 

M) i-x PBS "C#^Lfc4/x g/ml (D Flt-1 7N, Flt-1 3N, Flt-1 2N, Flt-1 7N.K2, 
KDR 7N ^th^n 50 // l/!)x/PT'^aL, 4 °CT— 8fe^cBbT^*$-^fc„ PBS 
^^m, 1%BSA-PBS £r 100 / v^tox^ mux 1 I^^J&^T^oTl^ 

fSttS^n^^b^o 196BSA-PBS ZfeXs 0.0152—100 ng/ml <7>*tMfel[th VEGF 
^mW- Flt-1 thM=¥/yfct#: KM2532 £fcf£ KM2550 £ 50 l/^A-T^U ^ 
UX 1 I^SJ&£-£r*: 0 0.05%tween-PBS "CSfe^ft, 1%BSA-PBS X 3000 f£i^$? 
Lfc-</^^r^— IfMs&fcifcMgG tn[#:(ryy^^ = -l^y;**±®l)£ 50 /x 1/? 
x/VfiOATtiaT' 1 B^^SJ^^^Tx 0.05% tween-PBS X'ifcft'ik, ABTS Sft 

[2.2-T^yt^(3-3i^/^vy^Ty*-/P-6-^^^)T^-^A]^50 n 1/ 
^A^PX.T3gfe£i±, OD415nm <Z>B##;^&- E max^E-l^^— .-^>^>— X*± 
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■=eoJ$*SrlB3iBI (±13) \Z.7fk-t 0 tfiKh VEGF g^ffc Flt-1 fchM3M7$fc# 
KM2532, KM2550 «tft^^^fe#^J{Zl Flt-1 7N, Flt-1 3N, Flt-1 2N KUfe^U 
Flt-1 7N.K2, KDR 7N UlWt*£g'Ute&»o;fc 0 #Lfch VEGF g^ftc Flt-1 th§|^ 

P^gtft: KM2532, KM2550 <Dfa&mm*m£ l^-Cfcofc 0 

^l^#*^fcJ$aj^feSrfflV^T96^3iyKZ>EIA ffi:7V— M£©5f$-fr5 Flt-1 7N, 
Flt-1 3N, Flt-1 2N, Flt-1 7N.K2, KDR 7N S^'ft^TfchM^^ft^-g'fg 
tt^WLfCo 96 !^/K£> EIA m^—hi^^—^M) i-x PBS -^iftLfc 
0.041~10 n g/ml <Z> BT^tttb VEGF g^fls: Flt-1 7N, Flt-1 3N X Flt-1 2N, Flt-1 
7N.K2, KDR 7N tttl?tL 50 /i 4t2-?—|fe#c|BLT!ft3jf 
PBS 1%BSA-PBS «r 100 /z l/**^*, £ifT? 1 l^^^^t^ot 

V^iStt^Sr^ny^Ut,, 1%BSA-PBS SritT, 5 zz g/ml (DmmttKb VEGF g:^?^ 
Flt-1 thM d P^tn[^KM2532 *fcJiKM2550^^^ett50. /z l/^^/^^-^U 
ifitl B#F^SJ^$i±fc 0 0.05%tween-PBS -Cgfe^-^, 1%BSA-PBS {CT 3000 ^ 
l!*«Ufc^A^r^- if^fSS^itMgG ^(T^y^i/ =— Isyf^ftM)* 50 
/I l/!>ai^-e^P^T^?g.-e 1 PfUS/&£i2:, 0.05% tween-PBS -Ci5fc*N&, ABTS Sf 
^[2.2-T^ytr^ (3-xf/p^/f7)/ ^-6-^/W7}n^)T^-^^] $r 50 /z 
l/^/l^P^T^fe^, OD415nm cO^^feS^r E max Oei^ra.^ — f/^v'- 

^^^^^3111] (THI) {d^-T 0 jfZth VEGF ^Wffc Flt-1 
KM2532, KM2550 f*:7V— h{i©^$^:fc^i4fcS VEGF Flt-1 7N, Flt-1 

3N, Flt-1 2N <Dmm\Zte&l,tdl£&mm&7jkU Flt-1 7N.K2, KDR 7N t^ttSJE&L 
ftfaotCo fctfch VEGF Flt-1 thS^7tt#: KM2532, KM2550 ©M^ 

3. fctfch VEGF g^tt Flt-1 thMCDR igMSftftcftSgft 

th VEGF Flt-1 \Z.ttlTZ>tpfQfem&yg-fZ,tftt:}, VEGF g:^^ Flt-1 

^■/^n— KM1732, KM1750 *5.fcT*ifcfch VEGF ^#1$ Flt-1 fch£NM5£t 
# KM2532, KM2550 irl^^^StttrW-TS^th VEGF Flt-1 th^ CDR ^ 
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(DWtftUDKhtiifoto VH <D&m%W\*&&£-t'Z>tfLth VEGF Flt-1 fchM 

CDR VH — Ki~5 cDNA <7)#|^ 

(Sequences of Proteins of Immunological Interest), US Dept. Health and Human 
Services, 1991 x JsJtTlfiM*], IEfc<Z>«*&fch$tte<Z> VH Sr-WTS/BfclfiyijOtBIP] 

ttdiW^/i"- -7i —in (hsgi —no ci^fsu GrV-^y^— •fmz.&m&M* 

Rj£Lfc„ *Z.X\ Ztltb&mm&femmtLXtfLKY- VEGF Flt-1 fchM CDR 

T, FR ^iei-S)<^T5:/^gfi^J^th VEGF g^ffr Flt-1 -r^^y^n— ;rvU 
#t<fc KM1732 ^.fctF KM1750 ©VHOFR CDT^;mfflL&\kV>ffl(Dffim&&m'<tl 
(11*), 





HSGI 


HSGII 


HSGII1 


KM1732 


65.5 


51.7 


55.2 


KM 1750 


67.8 


49.4 


54.0 



^<£>#£m> KM1732, KM1750 k^\^Zf <f A"-Zf I tftk^l^te^iSiV ^<b^i£fg 
Sfr, -b-^/U— 7" I 0*i§Emg^£LT#Lfcr- VEGF Flt-1 thS CDR 

&mftfc<D VH (DTS/BSayUSrSaifff-U ^OT^y&IS^JSr^ — K1~5 cDNA SrtflM 

fctfch VEGF Flt-1 vr>W^n- -JvHJtffc KM1732 <D VH kl&^-f 

S^tth VEGF ^2gffc Flt-1 fch-S! CDR &WsKfo<r> VH — K-T5 cDNA <D«|^gt^ 
oVNT^TtCimW-rS. gS^lJ#-^25d^30(Z)^Sia^J^W-r5 6 DNA £ 

^L^(iM77=V — f^/nv- |t®I)o ^bf^ DNA &mi&mm&0A (i M t 
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&5£?l;i200 n M dNTP(S:?@ity:^)> 0.5 n M M13primer RV (^@j£*fcgiK 0.5 
U M M13primer M4<MWik#M) *5«tt/ 2.5 ^{fi:^ TaKaRa Ex Taq DNA tf})*? 
— if (SiBiftUR) Sr&t* 1 ^^CO Ex Taq M« (^@it*£§l£) 50 /x 1 l^R^U 
50 /x 1 DNA -7;l/t^^7- PJ480G"?— ^i/ *±l!l) l-i? 

S>hU 94^}^ 2 2 #fffl % 72XHZX 2 ^(D^^^ 30 iM^/P 

fT^ofCo g£SJ£fi££: QIA quick PCR Purification Kit (^Tv^Vfr^Srffl^T&S 

£ 10mM MJ^-4i^(pH7.5), lOmM i£te^'^>' t >A:j3j;l>* lmM DTT fahtZ^WtWi 
m 30 /x 1 {^PXL, Mi- 20 ^Lfc^ftflJRBS^ Apa] &]®m±M) %tiUZ-X 37X1X 1 B# 

r$Rfo£itti 0 m&.j&m%3L'?y—^itw>Ls somM (pH7.sk ioomM m. 

{k-t-hVVJ*, lOmM^i^^v^A, lmM DTT , 100 n g/ml BSA &£Xf 0.01% h 

7-rh^x-ioo a^aMsr^ io 1 (djp^, Mi- io mtLcommmm Notu^mm 

t±£!D£:#PX-T 37°GT 1 mFfifcfcZltfro mfcfcM%T#'ti—xy/l>miS.faW)lZXtt 
MU 0.44kb <D Apal-NotI mR%1fo 0.5 m g HU&LTio 

Hli0iJlcD2 (DTitbt^fc^^^K pBluescript SK(-)&3fcCD Apal-Notl ^rtf 0.1 
ju g k±mxnbthfr PCR l#*B$r>rC> Apal-Notl ISfrJf 0.1 /z g ^* 10 n \ <DU 
mykiClJG^, DNA ligation Kit Ver.2(S^@3t^ : ±M)^V^T^f^B^^{^V^ > ig5j£ 
Ufeo r^^t-LT^^n/cJia^^^KDNA m°<&*m\< s XjzmM DH5 at* 

IB^J^— cDNA ^tfiai2(^Lfc^^5:K phKM1732HV0 Sr#fc 0 
phKM1732HV0 l^£tl££tth VEGF Flt-1 fcbM CDR ^fit#t#<£> VH 

t, 1732HV0 tmuir&)(Dm.&m&\&^Mm^3i&£zFT^smmw*^m^r 

90 (C^L^do 

Jftfch VEGF Flt-1 -^^^Ev^n— - r^iKW- KM1750 (D VH id&^-fSint: 

h VEGF Flt-1 thM CDR T&*&KW-<D VH — K1"5 cDNA GDfll^ldOV^ 

T(i, iS^«J#^- 32 tf><b 37 (Dm.&m&l&ft't'Z 6 #£>-^J& DNA (1M7^— -r^yn 
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— cDNA fcr^tpT^^K phKM1750HV0 fCo phKM1750HV0 

^tt h VEGF ^mW- Flt-1 thM CDR ^HtfctftW VH (£AT> 1750HV0 b3kt£rTZ>) <D 



(2) UE*p<7>t Vfofrco vl ^*iiga^iJ^S^ii-Sfitt:h VEGF ^ffc Flt-i thM 



7°] ~iv(hsgi -ivx^mts ^y^^-^m^mm^m^Ltio ^rx\ 

^rtb^iilfi^J^S^^LTtrLth VEGF SSffc Flt-1 th^ CDR #fitta#w<Z) VL <D 

^Vv—T^thfetftW VL (^*jiia^J60 FR (DT^Smm&lttfith VEGF 

Flt-1 -^7;*^ y^n— ffrfofc KM1732 *3«J;t* KM1750 CO VL (7) FR <Z)T^/^82?IJ 

irO^COffi [5j+^p-<fc (^2^) o 




•^l&m, KM1732 tt^y^/U— 7" 1 <tffkiii^fBI^£*T-^ KM1750 tilf:/ 
/U — 7" 1 teXM+y^?^- 7° IV <Z)*aifi?lJ£&B|<bL-C£i;fch VEGF gSft Flt-1 

thM cdr wfctftw vl cor^y^ia^j^m-L, ^cor^mmn^— K-rs 

cDNA £r PCR &£^TJy.T<^£5l-LT«^Lfc 0 

*-f\ ^th VEGF Flt-1 S?v~-~t JVfcfc KM1732 CO VL IdE&Sfe-T 

Sjftth VEGF Flt-1 HhM CDR T&^m&fcCO VL £r=— Ki~6 cDNA cDtH^Jd 

Ol^TJ^Ti-afc^-f 5o IE^J#-^39^^b44c7^Sga^JSrW-t-§ 6 Jf-O&tfL DNA % 

^f&Lfc^^V — f^yn^- ttM)c 3*J&Lfc# DNA &*#§-$l^ o.l ^ M i: 

200 /i M dNTP(^i@i£*±$D v 0.5 n M M13primer RV (^@it*±$!D , 0.5 
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H M M13primer M4 (SigjgtfcJK) ^cfcLF 2.5 mtL<D TaKaRa Ex Taq DNA tfVt? 

-if &mm&:m) s^-t? i &mm<o ex Taq mmm &mm±m) 50 » 1 iodpx., 50 

H 1 (Z)i;}fiTlV\ DNA — r/HNf^— PJ480O> — dr> ai/l^-v— tfcjtt) tdir^b 
U 94t:(3T 2 #F«1, 55°C(^T 2 72 0 CiClT 2 #|ffltf>-»Wl'«: 30 lM^fT& 

ofc 0 i^S^^^T Q1A quick PCR Purification Kit (dp Tv^VtfcK) Srffl^TSsft?) 

km»{j:^v>«isl, 20 // 1 co^ffiTk-em^L, ^mufdo *#e>*LfciStoi££ 

50mM hy^-it^KpW.Sh lOOmM i£ft"*-HJl>i^ lOmM ifrfc-^^i^A, ImM 
DTTfcJ.fctJ' 100 il g/mi BSA fahttfflffiW. 30 /i I M(C 10 l£#;<E>MPfiSI 

5P? EcoRl(SS5gtti!l)*5j:WJK»3(f SplI (SlitltD^BiT 37°CT* l mtSlK 

/&£-tirfc 0 I^S^^^T^fD— ^.y/^M^cKliClT^iijL, jft 0.39kb <D EcoRl-SplI 

mx&m 0.5 // g muxuho 

^*S#'Jl<7)2(l)T#^fc7 o ^5:FphKM1259LV0 S3feO EcoRI-SplI WrX 0.1 /z 

g ir_hfB-C#^nfc PCR JfHfiBfJf <*> EcoRI-SplI glrJt 0.1 // g 10 /i 1 (DffiM 

TK^DX., DNA ligation Kit Ver.2 (^M^ttM) £fflV^Ti£/m^#{C$£V \ ig^L 

fco roDip^LT^fettfcm^^^^^K dna mm&m\>^x±mw dhs at* ok 
#«&»*h«!)Sr^sctejftu^c io mvMnfc&KMWzy&^^h'&mmu mm 

Sr=— K-TS cDNA ^-a-tfEH4(^L^^5:K phKM1732LV0 <H#fc 0 
phKM1732LV0 (^^5^t h VEGF Flt-1 KhM CDR SgMftfctflSGD VL (J£A 

t> 1732LV0 t^fei-5)o^sia^ij^ia?ij#^ 45 ^^^r^/^ia^j^ia^j^-^ 

92 (C^LfCo 

$tth VEGF g:Wffc Flt-1 ^^^e/^D— ^-/^fls: KM1750 (D VL JC&3fc1--3i5tfc 
h VEGF Flt-1 thMCDR ^£t&<7> VL — cDNA Ofll^t^oVN 

ISi:^(7)S^m\ B)15^Lycg6<jOT$y^ia^J^3— Ki~3 cDNA £r#t. n 
^W5K phKM1750LV0(IV) &#fc 0 phKM1750LVO(IV)(3^i^6^[th VEGF ^ 
^ Flt-i thMCDR &mtfii$-<D VL[WT, 1750LV0(lV)£«15^3]tf>i£XE?IJ£:E 
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tz a ^(DT^mmn^— Ki"5 cDNA ^tr^^K phKM1750LV0(I)£r#fc c 
phKM1750LV0(I)!^^tl-5Stth VEGF Flt-1 thM CDR &WiKW-<D VL 

[JS^T, i750LV00)<!:^iBi-5]<7)ifeSiB^J^ia^JS^-7i :&J;t/T^/^ga?iJ£ia?iJ 

(3)g£*fl?)fcM5t#:<7> V mffivl&Mffl.&l&MffitLtitfLKh VEGF S^ffc Flt-1 fch 

M CDR femtfUfcCDZg^L^f—fDm^ 

WO97/10354 id|B«cCOthf^^^.ffl^V^A^7-tr^K-<^^— pKANTEX93 :}o £ 
t^HM^ijKDSd), (2)-t5l#^tLfcint:h VEGF S^ffc Flt-1 fcM* CDR femVlfcCD 
V MUSS^ — Ki~5 cDNA £-3 tr^^K phKM1732HV0, phKM1732LV0, 
phKM1750HV0 v phKM1750LV0(l)*5J:t5 phKM1750LV0(IV)§rfflV ^Ttfcth VEGF §: 

Flt-1 Hhm CDR ^fei^^m^^— ^WTc^^lClLTlllllLTio 
*i\ fctth VEGF ^mW- Flt-1 -v^^^-y^n— ^/^^ KM1732 (^St-T^t: 

h VEGF Flt-1 t CDR ^mK^^m^V 9 — <?>#f ^i-o^TJ^Tl-lfc 

phKM1732HV0 (D5 n g & 10mM M^-ig^ (pH7.5) % lOmM ^t^^"^ 
iyVJ±to£XF ImM DTT ;£»£>&5iMjfi£ 10 1 idflPx., Mi£ io ^£<£>fiiiJPB@£iji 
Apal(^fiit?±M)^p^T 37 < CT 1 B^&^-tffco ^S^M^r^^y-^^L, 
50mM HM-i&&(pH7.5), lOOmM ifr-ffc^M^^ 10mM it'fb^^v'^A, ImM 
DTT\ 100 n g/ml BSA*5«fcU*0.01% Y=7^Y^ X-100 ;6>i>>&SM$rf£ 10 m 1 l^P*!, 

Mi- io miLcommmm Noti(%.mm±M)%mz.x 37x:x 1 mmRj^^ti 0 

Jfofl££rT#"n — ^y/^^j^lbt^T^-jljL, &t) 0.44kb O Apal-NotI ^f^^ 0.5 u 

HJ£0iJ 1 <D2 ( 1 ) T^#fjtLfct Httfl<£%£%Lm ?>7*J±Jj±yh^<??— pKANTEX93 
*3fe<^ApaI-NotlKlf>i-0.1 // gi:JilST^#^iX7i7°^5KphKM1732HV0 &3tCD 
Apal-NotI f0r,Jt 0.1 /z g 10 // 1 (DffiM7klZD\\Z., DNA ligation Kit Ver.2(^ 
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^fdna^^^t^jm dhs a^iMwmm^tmy^mm^L, mi6^ 

Lfd^^K pKANTEX1732HV0 

fc^, #^tvfc7°^5K pKANTEX 1 732HV0 (D3/ig|f 50mM hV ^-Mffi. (pH7.5) , 
lOOmM lOmM mt^?*^^. ImM DTT *5«tt>* 100 n g/ml BSA 

^^5^«f^ io n \ mz. io mtL<Dmmmm e co ri (SMmtM) *j«fct* 

^y/^Mi*Kj('T^jlIL, 13.20kb tf> EcoRl-SpH WrKtem 1 m g H]JiXL7Co & 
id, T^^K phKM1732LV0 50mM (pH7.5) , lOOmM fait*)- 

MJ^A, lOmM^b^^v^i^ ImM DTT joj:!^ 100 n g/ml BSA ^^-S^Sj^ 

io n i laon*:, io mttcoummm e co r\ (^.mm±M)^^ummmm spins: 

\Z.Xftmi.s 0.39kb <D EcoRI-SplI Kff^Sr^J 0.5 /z g HJlftLfco 

±iai:#bnfc^ o ^5:KpKAN I TEX1732HV0 Efe&O EcoRI-SplI BJrJt 0.1 ju g 
7*5K phKM1732LV0 S)5|5<£> EcoRI-SplI BUt 0.1 /x g Sr^dft 10 m 1 ^^@7k^P . 
X., DNA ligation Kit Ver.2 (^Sit*t$5l) ^rfflV ^T^ffll$^0^Si^V ^ N igjj£Lfc 0 -<Z> 
^ptdLT^^ttyciim^^^KDNA ^Mffl^T^mi DH5 <xW(Mftffim 
*±§!0 Sr^frfK&U Hl7(C^L/bfehVEGF^:^ Flt-1 thM CDR &mtrifr<D 
ZS^L^??— pKANTEX1732HV0LV0 £r#7c 0 

fehVEGFg^fls: Flt-1 ^^^E-y^o— :>vHft# KM1750 K:SJ3fei-5£tth 
VEGF Flt-1 thM CDR^fet^^m^^-^li^J-O^Tt, ±l2irP 

*a*<£>K/&£rfTV\ 018*5J:O?ll34^LrtStthVEGF^:^^ Flt-1 thg CDR ^ 
ffiitfiifc&yZ&^l^P & — pKANTEX1750HV0LV0(IV):JoJ;tJ s pKANTEX1750HV0LV0(I) 

4. tilth VEGF g^ffc Flt-1 thM CDR ^MfctftW V 0^cCO FR <DT*;mM&\<D 

f&ffitFR<D7^sm$:&$iL.tz&^mthm cdr ^m^^^^^-^m 

fficY VEGF g^fr Flt-1 -^^^-/^n — r^tfiW- KM1732 &£Z$ KM1750 tf> V 
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VEGF 'zb&ifc Fit— 1 fchM CDR M»V ^O^fcV — * — H&5c$fi£^- 
^«r«^> it^^t^ti-5r<lr^«t«9, #fctth VEGF S^ft: Flt-1 tl>^ CDR i&ttffit 
#W V 'Rg^O FR (DT^S®lffl.&\b&l7Lth VEGF Flt-1 ^^^r/^u—f-^ 

fflfc<r> v M^<z) fr (DT%;m^n<DT^W£^x\^T%;mj%&<no'h, #fctth 

VEGF ^^{fc Flt-1 thM CDR ^filtit^ V 1?g}&<7) FR C9T5:y^ia^J|i*3V^Tt:h 

vegf Fit-i t(D^[z.m^tn^h^r^ymmm(o{tLm.^m'^-t^t^ 

^WUfCo ^rO^^:, fctth VEGF ^^W- Flt-1 ^X^y^u— r^mfc KM1732 (d 
S^-T^tK VEGF Flt-1 thW. CDR ^filfei^tCloVNT^, VH t-I^Tia 

zm%-3nz.mw,(D7*ymm&\(D 24 {&tf>Tv-^ 27 te^nvc 40 fu^r^- 

>\ 67 f&^T^^r— >\ 69 fi(D^l/^-=^V, 70 fi<7)^y n^>-^ 82 fifc^^VW^SU 

93 {&<£>^y^M£g^\ vl (r*D^^Tia?|J#■^45{dHa«cOT5:y^ia^J(^ 39 ^(D^ 0 

D!J^ % 45 iiL(Du4i/l/ s 46 {li(^n^i/^ % 69 fxL^T^^^fVeg, 70 ^W^ol^/I^T 
^>-^>{4g^th VEGF ^MW- Flt-1 <tOi&^iC:^TM&^#J£WcLT^5 

fctfch VEGF Flt-1 -r^^^y^n— -T/Utfifc KM1750 d&jfe-rsinb: 

b VEGF Flt-1 thMCDR ^fitfettef-ol^Tt:!:, VH lZ.$5\,^Xffi&m-%-38iZ 

laf^T^y^ia^y?) 3 {£<£>^vi^5:>\ 67 \il<dt 82 liww^y^, 84 

{u<£>iry>\ 95 \iL<D^-X2t/^<DiiLW.ft, VL (£*5^Ti2?l|#-*5- 71 tc:feg^T5:y^I£ 
?IJtf> 17 {uCDT^-^^rV^ 18 ffiOT/^-y, 39 f&GD^ny;/, 59 i&cEHry^ 69 
itLCDT^^^m, 70 te^^—^T^-^^fig^th VEGF Flt-1 £<7>ij£ 

fcfctfch VEGF S^fr Flt-1 fch§* CDR ^^^^#T5y^ggS<£>{£gf-o^T, 
St thVEGF^^fls: Flt-1 v|?7^n- ^/l^#^*B^i--5{£gi;:JL^ 
lil&foZ>T*Smm&^<D&^&?T?Z.tiZ£<0^ tilth VEGF Flt-1 thSi CDR 

3£tefitfr<£>fch VEGF Flt-1 lzM1rZ&&f£&&&&~?%Z>Z.b : &^X\,^ 0 

(DFRCOT^/^ac^Lfc^^thM CDR ^4tt^(DVH^3-K-r5cDNA 

Stth VEGF S^ffc Flt-1 -v^^^/^o— tsl-tfLfc KM1750 tCEtJ Sfc-^Sfetth 
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VEGF Sl^ft: Flt-1 fcMg CDR ^M3nf£tf>H#M:iOl>Tte, t h VEGF Flt-1 

^tpTS^S (82 {tiSDy'/l'f^m, 84 {u^ir!;:/, 95 OLCD^-uiy^) <D{\LiB:&4fclZ.M 
WV&>Z>t%Z-tbtlZ>(D-C KM1750 ^LtB^^St^^S (82 {tL<D7 7l^> \ 84 

95 {iCD^^/VT^»^«^LfcT5:y^ia^J^ — K-To cDNA 
£• PCR &£ffi^T^T^J:9^LT^fgLf;: 0 

*±§!D£rfflV^T PCR 0.39kb <£> Mrol-Apal 6Hr^-^|s]lRLfc 0 

^7^^K phKM1750HV0 £rf}jlJPgg|9?t Apal Mrol T^S^, ^ 3.04 kb(D 

Apal-Mrol $r>f SrlsMZU _hf2-t?#<b;Jt/c PCR If i|>g$rtf£MiiU ^b^M^X. 
^X5KDNA ^&ffll^-C;«ffiDH5 a ffi (MmtiMtkM) &mnfc&Ltl 0 10 

ot, m.mmm*&:mLfz.ffi%:, s wcor^y^ia^j^^— k-ts cdna ^tpm 3 5 

H^Lfc^^K phKM1750HV3 ^r#fc 0 
P hKM1750HV3 (C-^^S^at h VEGF g^ft: Flt-1 fcKM CDR &m$ifc<D VH 

cwt, 1750HV3 tmm~fz>)<7>m.m%d.&\$:®i&m^ 78 *5ctt^T^y^ia^j^iE?ij# 

-5§- 95 td^Lfco 

(2)FR<DT^;m$:&:£Lti$C^mKhm CDR #^^#WVL£r=i— K-fScDNAtf) 

inth VEGF Flt-i ^^^ey^o— r^^KW- KM1750 d&jfc-rs^tth 

VEGF ^ffc Flt-1 Mhm CDR ^ffi^L^OL^tZlO^Tli, fch VEGF Flt-1 
ir^^{CjoV ^TM&&f iJSrmfcLTV ^5t%x.btv5±IH(w7FLfc6oOT^y^ 
m&<7>1pT-4m& (17 fiiDT^^^yK, 18 <4<DT/^=V, 69 {&tf>T;^^r> 

70 {\L(D7^—/V77~ » (DfoWlfc KM1750LV0(l){idoVNT(i#{Clfi^T-fc-5^% 
;t*x5<Z>T\ KM1750 lL&lti£tiZMlfcm&(17 fc(Dir^??Llsmi. IS feW/V*^ 

cDNA * PCR jfe^^T^aTOJ:9l:LTiiLfc 0 
l£^J#-^79^^84W^SgS^J?r^-r-5 6 DNA (iM?^— 
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i~5 cDNA Sr^tf^^K phKM1750LV4 £r#7c 0 phKM1750LV4 (d^-^Stath 
VEGF Flt-1 thm CDR T&mKfcV> VL(J^T, 1750LV4 <t^|Ei-5) <Dl£S 

i2^JSfia?y## 85 &£xr7%;m&n*$£M&% 96 ^^l/c 0 

mMmiCDA: (3) ^fbnfciftth VEGF ^tmW- Flt-1 thM CDR ^^tt^^cDV^ 
*§fc£=i — cDNA -gratf^^K phKM1750HV3, phKM1750LV4, ^3«t^, H 

ifc#!ll£>3(lK (2)-e#^fc7°^^KphKM1750HVO x phKM1750LV0(I). 
phKM1750LV0(IV)£/8^T, FROT ^/^efc^Lfcafc^Mtath VEGF g^ffc 
Flt-1 thM CDR ^^fetflscolgil^^— (c:o^^Tli, H2fo#"jl<D3 (3) (^Lfc^ 
ife£f5]*£<Z>SJ££:fTV\ [S37, E138, H3 9*3 J:r^El40(z:7FL/tefe:^Mfeh VEGF 
Sl^fls: Flt-1 thM CDR i&mtfifovy&^i^??— pKANTEX 1750HV3LV0G), 
pKANTEX1750HV3LV0(IV), pKANTEX 1750HV0LV4, pKANTEX1750HV3LV4 £ 

KM1750 -v^^H^, KM1750HV0, KM1750HV3 (DT^Smm&l&m 45 iCfFl,fz. 0 
KM1750 -^^LiK, KM1750LVOO), KM1750LV(IV\ KM1750LV4 <DT^;mM&\%: 

#fl*&;L^^5:KpHKM1750HV0 ^rWi*S>Cfli® DH5 a /pHKM1750HV0, 
^.^°^5:KpHKM1750HV3 £Wi~5;*:J3§® DH5 a /pHKM1750HV3, M^^L^ 
pHKM1750LV0(l) Zft-fZlzmW XLl-Blue/pHKM1750LV0(l) N M^X.^ 
pHKM1750LV0(IV) XLl-Biue/pHKM1750LV0(IVK W&kX.-? 

7^KpHKMl750LV4 £Wr5*:J3§^ DH5 a /pHKM1750LV4 Ji, -^rtL^n 
FERM BP-6719, FERM BP-6720, FERM BP-6716, FERM BP-6717, FERM BP- 

^H^mo<«mmiT g l#3-5§-) (^f££;frTV^ 0 

5. $tth VEGF Flt-1 KhM CDR #^&<7)$^^t4M 

(1 ) pKANTEX 1 750HV0LV0G). pKANTEX 1 750HV0LVO(IV) N 
pKANTEX 1750HV3LV0(I) N pKANTEX 1 750HV3LV0(IV) N pKANTEX 1750HV0LV4 *5 
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.fcl*pKANTEX1750HV3LV4 Sr/BV^fcttth VEGF Flt-1 thS CDR ^Mfct 

#©7yh*xp— r YB2/0 $BJ3&(ATCC CRL1581) "W^m 

YB2/0 IfflJfe^SDfctfch VEGF g^f* Flt-1 thM CDR 8Mfi#t#36^-<^-- 
pKANTEX 1750HV0LV0(I), pKANTEX 1750HV0LV0(IVX pKANTEX 1750HV3LV0(I), 
pKANTEX 1750HV3LV0(IV\ pKANTEX1750HV0LV4 *3«tV 

pKANTEX1750HV3LV4O^A«HSS^iJl^l (l){Ctj£V\ jii^Majjn— i/ 3 >"j£ 
[Cytotechnology, 3, 133 (1990)] (3.TfTof- 0 

MMWl<D4l% (3) pKANTEX 1750HVOLVOOK 

pKANTEX 1 75OHVOLV00V), pKANTEX 1 750HV3LV0(I) > 
pKANTEX 1750HV3LV00V), pKANTEX 1750HV0LV4 *3J;I^ 
pKANTEX 1750HV3LV4 (D^rtl^n 5 fi g^4X 10 6 f®<£> YB2/0 fcfflJJS^g Af£, 
40ml CO RPM11640-FCS(10)l§itfi[^JJ&J^jfiL«(FCS) % 10%-^tf RPMI1640 ( B 
*§yg*±M)]l^?8U 96^3i/^-r^o^^-^— h(^n^±^)J- 200 /x 1/ 
^/UTo#£Lfc 0 5%CO 2 ^3^.-<-^— 37t\ 24 mm^Wik. G418(=af:7' 
=>#;M)£ 0.5mg/ml {C^PUT^t:: 1~2 MfflmmLfco G418 

i&U ±?jf t>cofctth VEGF Flt-1 MYW. CDR ^^#<£>?&t££:lli£0'Jl<3D2JS 

(3) i^L^m^aiJ^lfe^^PJ^LTCo 
J#*±tf ^Mfctth VEGF Flt-1 thM CDR ^ffifeL^O^tt^lf^b^/'c 

Fit-i thM cdr &mfoft*±mi-zBm&Wffli&&ibLtz 0 %ms<v*- 

pKANTEX1750HV0LVO(I), pKANTEX 1750HV0LV0(IV\ pKANTEX1750HV3LV0(I), 
pKANTEX 1750HV3LV0(IV\ pKANTEX1750HV0LV4, pKANTEX 1750HV3LV4 ^ 
n^th>£ALTnbthtiMnfc&&, -tttto-h, fcttf- VEGF Flt-1 ^/^a- 

-^/Huft KM1750 S M<Z>in.t. b VEGF S^ffc Flt-1 thM CDR &mXflPtv£m-tZ> 
MWfc&ffiCDMbUTtekLTittn^lri KM8550, KM8551, KM8552, KM8553, 
KM8554, KM8555 bth. ^fo&QEM-fZttMb VEGF Flt-1 th^ CDR 

^fiSSt^^H^ixKMSSSO, KM8551, KM8552, KM8553, KM8554, KM8555 t^t 
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£Lfc 0 &bilfr&MW$K&lMJ&?*— ^(OfficY VEGF ^^-W- Flt-1 th^ CDR ^ 

ffi^^MttJl^ 0.1-1 /z g/mlT?&ofc 0 
(2)^tth VEGF ^{fc Flt-1 th^ CDR #ffi^&<Z>^#±?if ^<b<D3|t§5i 
^^ill05(l)-e^ibnfc^:th VEGF g^ft: Flt-1 Mhm CDR ^M£tffc3i0tfc 

KM8550, KM8551, KM8552, KM8553, KM8554, KM8555 % 0.5mg/ml G418 

G\Tf&m(R*W:m±M)^ i-2xio 6 ^B/!a/mi btez^izmmL, 175cm 2 

200ml Toff 5 ^(^aUfc 0 5%CO z ^>^r^^<—^ — \H-^ 
37°C\ 5~7 B^ig^U =i^/^^h(C/iofcNF^T^^±?i^J 1.1-2.5L £|e] 
HXL/to #^.1;:^ lmlO^nir-z^A^^^nir^^^i^^r^L, 10ml (D 
1M ^y^-0.15M NaCl(pH8.6)£r/8V^T lml/^flSi$T^^^:^#L^ 0 ffifr'ik, 
±M(D &0\ZJmWk\^tdtnX.h VEGF ^{fc Flt-1 thM CDR ^«t{fc£.S#fc KM8550, 
KM8551, KM8552, KM8553, KM8554, KM8555 £^£pig^±?ff ^t^tt 2.3U 
2.5U 1.9U 2.4U 1.1U 2L5r 70ml/B#<^^iiT^n-fe-^7°A ^^M^igjigLfco £b 
id 10ml <D 1M ;7»^-0.15M NaCi(pH8.6)£ffll^T lml/#<Z>»fijI-??5fe8»-Lfc^ 
pH6, pH5, pH4 (D 50mM ^^^II»J^# 4ml T^PgfftlClgfc^U 50mM 

i 

iMjfi£(pH3.0)£: 7ml ii^LTth-M CDR^fet^^titJL^Co t<D^^ feb 
VEGF ^gft: Flt-1 fchM CDR ^Miftffc KM8550, KM8551, KM8552, KM8553, 
KM8554, KM8555 ifr^zt^fa l.lmg, 1.8mg, 1.6mg, 2.2mg N 1.3mg, 1 .6mg #bHfc 0 

^MLfcJahh VEGF S^l* Flt-1 fchM CDR KM8550, KM8551, 

KM8552, KM8553, KM8554, KM8555 tt„ HSf&#Jl<7) 2 il(3) Kl^Lfc SDS-PAGE 

^tth VEGF Flt-1 thM CDR ^ffi^tffc KM8550, KM8551, KM8552, 

KM8553, KM8554, KM8555, mMffll <D 2 ^ (4) X'TFLtifiit h VEGF g^ffc Flt-1 
HfM^^ttt KM2550 jSiU^^hn— CDR ^fitiitf£iLTfch IgGl 
^T*. tfV^'J^v'K GM2 f-SJfcU th VEGF Flt-1 (mSJ£L&V ^ KM8969 

10-257893) Sr-fcih^tLflcffcU ?-"?i/—yVVT^hy*/l'—iZT%£&Ltz 0 
^O^fcEMlt^Lfco thM CDR ^ffliWiW- KM8550 S KM855K KM8552 X 
KM8553, KM8554, KM8555 li, ^MTtZkitTX-lttt^-Aifo 150 =¥ny/^hV{d IgG 
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<D^>yt^V>htls M7t0ki$T'?Mfo 50 drn^/VK/id H mos^FtiK fa 25 

alTC^TTii^tt^ 2 H $(*5j:t>* L mXVffif&tSfrZft^M; 150 
K^#^£LT#£-f5::<^— ftU tNM CDR#fit£tf£KM8550, KM8551, 
KM8552, KM8553, KM8554, KM8555 teJELV ^jt^ffi##^Tfo5r<t;^£n/:: 0 
(3)^tth VEGF ^{fc Flt-1 thM CDR ^M^^fcnCffc^th VEGF g^ffc Flt-1 

ftiMtrLtb VEGF Flt-1 thm CDR KM8550, KM855U KM8552, 

KM8553, KM8554, KM8555 ^.fcl^Lfch VEGF Flt-1 tMS^r^fctft: 

KM2550 <Dth VEGF Flt-1 \Z.^-r^^m^mMmi(D 2 Jl (5) (DmWlZ. 

:7V— Mdn — Flt-1 7N {£2// g/ml (-H^U mWviWm&*: 1.23- 
900ng/ml £T*^$i±£: (3 <£^$R^?IJ) 0 

^^^^1142(^7^-^0 fetth VEGF ^m-W- Flt-1 fchM CDR ^fittrC^ KM8550, 
KM8551, KM8552, KM8553, KM8554, KM8555 l&cfcU^th VEGF Sl^ffc Flt-1 t 
hm^r t^tjiW. KM2550 fetflfcm&fc&t&lZ.th VEGF S^ft: Flt-1 7N j^^L/c 0 
*fc, fctth VEGF ^^W- Flt-1 thM CDR^*t£t#: KM8550, KM855K KM8552, 
KM8553, KM8554, KM8555 & .fctFtitfch VEGF Sl^ffc Flt-1 fchM^^jnffc 
KM2550 Oife^t£jmi3;|I]^Tfcofc 0 t£oT, #3§l|f?<7> 6 ffi£>t:hM CDR 
^tflcfithM^^ft: KM2550 (DmirZ&&m&Z{%ftLT\<^^kfrWbfrbte<> 

*n[th VEGF Flt-1 fchS! CDR ^filfctft: KM8550, KM855K KM8552, 

KM8553, KM8554, KM8555 *5<i;t^tth VEGF S^ffc Flt-1 fchSH^fctft: 
KM2550 ^^#^t4^^j-r^^fc(Cl, 5 Um^m&th VEGF g^frtfjgft:^ 
^n°^K Flt-1 7N, Flt-1 3N\ Flt-1 2N (W098/22616) „ F It— 1 7N.K2[Hiig#iJl(^ 

2(6-5)], kdr 7N[mmmi<n 2(6-5)] iztt^zfcm&&mm&&mmm*m\<^x& 

ftLtz 0 96 E1A ffl:7V— M~®3f$ii:5^t£t:h VEGF 6 
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K(Dmm± 10 n g/mi(3^#-^^^ij){^, tfiftmmn5v g /mi \zmj£Ltz 0 

*:<Dlfem*m43\Z7jk~f 0 m.th VEGF %:Bfc Flt-l fchM CDR ^Mfctfls KM8550 X 
KM8551, KM8552, KM8553, KM8554, KM8555 jo Jct^jifch VEGF Flt-l fch 

S^^fctft: KM2550 «:£Tf^<7^/£4#mti£r^U Flt-l 7N, Flt-l 3N\ Flt-l 
2N l^SJSU Flt-l 7N.K2, KDR 7N }3:tei£<£jfoLfca>ofco ^t£=^hci— /HKffr 
-Cfo5^CGM2thM CDR^fit^tft: KM8969 10-257893) (i^ftl© "Ti&te 

CDR «M£StflcttthM^^7^L^ KM2550 CO^-rSj^^^Stt^^LTV 

t/ith VEGF g^tt Flt-l tMS CDR ^fitfctft: KM8550, KM8551, KM8552, 
KM8553, KM8554, KM8555 joctL^trEth VEGF ^Bfc Flt-l fcHM^^nfa 
KM2550 (dJlSfch VEGF irfch VEGF Flt-l ^^H.Wfet4^H»'JlO 2 Jg 

(5)id|BifeL^?fe{^V^i^LfCo ^Pt5^SSS« 0.0048— 15 fi g/ml(5ffr 

**^3aj)£Lfc 0 ^O^5:El44(^-r 0 044{c^LfcJ:5t-6tth VEGF 

Flt-l thM CDR^Mta^ KM8550, KM8551, KM8552, KM8553, KM8554, 
KM8555 *5«tV^tth VEGF g^ffc Flt-l thSMr^fetft: KM2550 «^tfl:«|^fife# 
ift^fch VEGF tth VEGF Flt-l <7)^^|J§.^Lfc 0 t£oT, ^^T? 

«lA£Lfc 6 SOthM CDR &m#im-£thm* KM2550 <£>W -T5 VEGF-Flt- 

1. 

(l)"T^1±th VEGF Flt-l 3N 3§§l-<^— <£>$l^ 

th VEGF g^ft: Flt-l ©N*«7^^ 1-338 # g (->?*-*vUE*U«r£tf) f:: 
+S^i~5^tttK VEGF g^ffc Flt-l (JEtT\ nTSSttth VEGFg^ffc Flt-l 

3N ^-T)Srlgm-r5fe^^-<^^— ^j^T^^NS-e^LrCc ^J^ttth VEGF S 
Flt-l 3N li, RT$8H4fch VEGF g^ft Flt-l C5iJiS^«©N*ffi#J^^3il 

th VEGF S^ffc Flt-l <£>5s:£e cDNA £r=J— Ki~-5 cDNA ^o— > flt#3-7 
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[Oncogene, 5, 519, (1990)] % EcoRI t TaqI Wp5ftORR»aSiC«t»9SB^«OWfL, S'pfcSSS 
2»b 1263bp (D EcoRl-TaqI DNA SHrtfSrHJUXU frX$Lfc^'tiai&&yL'<9 
^— PVL1393 ^7^5 K (>r^f hn^a^ttJK) (DzK'J^Ky ^ (Polyhedrin) it<|5^<Z>$5 
3P§B*6/S©Tflt 5*<WJ EcoRI *3«tt/ 3'tfUJ Not! A&ftiilil&*&=»K>5:*AL 
fc Taql-NotI T^'^- (SS^J##53*5j:t>'IE?IJ#-^54ii^L^SgB^J%^r-t-'S 

DNA)&/B^-GSa^&^ ^ttthVEGF^^^FIt-1 3N 3§3L-<^— 
P VL1393/Flt 3N £rfE££L*:(III19) . 

(2) oT^ttth VEGF ^^fls: Flt-1 7N <£>*#^ 

th VEGF Flt-1 ON*«T^>lt*»fe l~750#g (V^yHE^JSr^tf ) 

ti^-rS^T^ttth VEGF Flt-1 Kff>i* (JgAT, T5T*gt£fch VEGF Flt-1 

7N tmir)&&^Zt-)to(D^?#--ZSlT<7>^MT*ftmLtz 0 *TJgt*fcr- VEGF g 
Flt-1 7N fcfc, ^ttth VEGF Flt-1 (Dlmmt\-ffl$i.<D7m<D>( J^Stfu?' 

iB5!l*#55*3j:tJ«ga^J##56fc^L/tifiSE5lJSrWrS^7-f^— 10 pmol, 
nt#3-7 ^n— ^[Oncogene, 5, 519,(1990)] DNA 10 ng, *3«ttJf % 10 mM "fHr^%^ 
l^^'^KHy>'^(deoxynucleotide triphosphates) £ra £> 10 mM MgCl 2 , 0.001% 
(W/V)if^^fi£ 100 u 1 id 2.5 units Taq #V*9— if SrAP^fe 0 S/Stt 95°C-?5 
^^^BU^SL^JCI, 95^^ 90 #Ph^ 50°CT* 90 #P B ^ ft^id 72lC"C 90 &fR<D 
tfV*?— ^•^^^•yT^^3^(PCR)Sr30 HMg^iSU DNA KJfjf ^IeJifcLfco rco 
DNA #r>T-$r Hindlll (flt#3-7 ^n — 1893bp c^ffig) £ Notl idJ:«9^0KJf 610 bp 
<^ Hindlll-Notl DNA $rK\ -t^t>^b Ht#3-7 ^n—j^T 1894-2499bp Kff^iri^-^K 
l/i&£.X$ Not! ®a&E3?U£r£tr DNA ^SrjeHIXLfCo flt#3-7 ^n— ;x£r EcoRI 

£ Hindlll 05iaott4|BBI*t-J:«9«lWfU, 5'5|c*a>e> 1893 bp <D EcoRF-HindMI Wfr&m 
ULtCo i^V^, 610 bp (D Hindlll-Notl DNA 1893 bp <D EcoRI- 

HindHI mft&/<*~v$s(/l'Xmfe?-1tB.fr&z_'<??~- pVL1393 ^^KO^y^K 
(Polyhedrin) it^^^te^^^c^T^ 5'#J EcoRI *3«tt^ 3'{R!) NotI gp&fdjjfi 
nT^t^th VEGF g^ffc Flt-1 7N ^gia^^— pVL1393/Flt 7N SrffHKLfc 

(El20) o 

(3) SA#Biaii:J:S^r®ttth VEGF Flt-i 3g^£fT5fcfc<^l&**;t?wvi';* 
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K-T-5 cDNA ^#«S/^7^5Klw|ft^iitfiiS^»^^>f^i:h7^7T 

^— dF-^h PM-21001K) ^m^^X^CD-^^zjLT ^JT<Z)^irfTo 

TMN-FH -O-fe^M^V^ A (77"^^xy|t|!) iCTitHUfcS A*Bia Sf9 (7 
T—^i/^t±M) DNA [/^ann'-^K-^^ani)^;^ 

DNA(BaculoGold baculovirus DNA) , ^^a^tfcJSI] *3J;t/f^jKLyJih7^7 

7—^**— dna &v#7^?^&^xmA-rz>~Hm&'Kmmmm, 37, 

2701 (1 992)] Jcii^frV 'tfa^tfeS.'^a n<7^/ixx5rJEAT^«i:9 J-f£S!i L7t 0 

(2)-C{^$J[L^ipVL1393/Flt7N *>5V^i(DT^S^L/tpVL1393/FIt3N O 1 ^ g 
£*Mfc^=«.n>7-fVU;* DNA CD 20ng t% 12 n \ (DM&fcK&M^ . §6I^J^7x^ 

3^6 /x 1 i:^@7K6 m 1 h&imil,tii><D&mz.mm.X' 15 #Rg#tgL*: 0 — -)5 

Sf9 M 1 X 10 6 f|§£r 2ml O Sf900-Il Jtflfe (Gibco) ttJR] I^MSU 

35ram (©aWJteJfcllffl:^*^^^— W^Afrfco C^(i±IB^^7^5K DNA „ M 
^/^an')^/l'7. DNA *3j:t^y^3i^^>'ilfP^^^*^qx. 27°C"e 3 0 fSlig 
#l^*fe^.!>W/^^tfit^±tf 1ml %0g^LfCo is-Y—lsia-tttltlZ. Sf900- 
II Jgifc 1ml &tin%. s ZbiZ. 27X1X' 3 0 F^i^#Ufl^^!7^/^^tfl§«±»5r$ 
<bf- 1.5ml#fc 0 

Sf9 m%&2X10 7 ffi& 10ml(DSm0-UigmiZ.W!Ml>, 175cm 2 77^3 (^7^-7— 1± 

mit\ZL 15ml CO TMN-FH ^^ir^M^V^^tiiecDJia^^^^/^Sr-atflt^i 
ffcO?^ lml ^P^L 27°CT 3 0 fflj#HL*: a ig*&_b??f £ 1,500 XgTMO #|SJig£> 
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Sf9 Mm 6 X 10 6 m% 4ml (D Sf900-II J&ifeKllBHBU WM. 60mm cD^^it^/B^ 
_h?if£rl&£fr*:(C Sf900-II 400 // 1 £ Sf900-II J#Jffi"C 10,000 ffiF^*3RLfe_h 

x[7Jf — 9.7*13x3— ^.(Agarplaque Agarose), 77-5^x^*1: 
TMN-FH ^i?^M^V-7A£*SfgU 42t;i^ia.Lfct>^]SrfiE'>^— U^SEUiiA/ 

0.01% — a— h^UyKSr-^tf PBSlml ^Bx.$^{C 1 Big^Lfc^ ttJ^Ufc^ 
— *<£>&<SHfilc;£fco ^±^>^^J:<9i^m^^^^^^^ii^-r^^ l x io 7 PFU 
/ml (D^j/ls^SAs^^Ztftfrd^tZo 

(4) S*LjBBlia^33^5^rSSEttth VEGF ^^fls: Flt-1 7N *5«tt/ Flt-1 3N tf>$8^ ft? 

°T^t£th VEGF Flt-1 7N*5j:tJf Flt-1 3N «^T^J;9i-LT#fc 0 High 

Five m^, 4X 10 7 f@£r 175cm 2 77^= W74±—#M) \Z. EX-CELL™400 Jgi&(JRH 
Bioscience *±M)30ml Kj»»U 1 B$HSlJ&KU :77*=» l£f+#£*;fc 0 (3)T* 

#^tL7>ih7^7T— "W— pVL1393/Flt 7N *5«ttJ« P VL1393/Flt 3N 
^tfex.^7^/^%^ 1 ~3 X 10 8 PFU /ml <om8£T?'£ttW-Wk lml *D;t, ^?&T* 2 fl# 
fUM^iirfco J*ll±J&S:6fct3rfc{;: 30ml O EX-CELL™400 ig-ife 30ml ^r^fl^L 
27^(3X3-4 PIWiSHLfco it^Tft, ^#±^H11|XL 1,500 Xgf 10 

77^A(d^] 60ml — ir^TO— ^ CL-6B ^^[77/l/vv / 7 < /MtT5/^ 

(Pharmacia Biotech) AB tfcJ4] &3fc*U 600ml O 20mM hP* — :!figKpH7.5>l8«$£ 

Srfflv>T0.5mI/5><Ojjti£T*7AS:i5fc^L^o Sfc*!M&> ^fE^J^i-fML^igtet 
h VEGF g^ft Flt-1 7N *5«fcr5 Flt-1 3N S:^tf«F#^ 1000ml £ 0.5ml/#tf>»fcig 
X— fe77P- * CL-6B ^AtCii^LfCo 600ml (D 20mM MJX~I 

$KpH7.5)£Jfi^T 0.5mI/^glEi£-ca^U^s te^SE^ 0 M-1.1M <E> NaCl 
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-^W 20mM bV*-i&m(pH7.5)fabte&mffii&%: 600 ml i§i£U ^s<Vf— 177& 

tL^seK^r sDs^yr^y/i-r5:Kyv^mm^<lt(SDs-PAGE){^T/l?tiTL, ^Wfeth 

VEGF 5:^ffc Flt-1 7N ^.fcU* Flt-1 3N £tej ti^H^r 60~80ml HHIXU -tr^hy^u 
s/T' lOCT^^ttfiDfcfflV^ailBLfco »*6SL ^tt^th Flt-1 7N Flt-1 
3N ^^LT^-tL^H 5ml &£Tf 13 ml (gfifm^lS 331 n g/ml 204 
^ g/ml) #/c 0 

(5) "T^ttth VEGF§:^#: Flt-1 7N :£«fcO« Flt-1 3N <7>M^tf>$felS 

MIU "TigtttS VEGF %:m& Flt-17N *5ctt)^ Flt-1 3N SDS-PAGE £/8 

^TffiH&Lfco SDS-PAGE {i^Cj^lSifecO^?^ [Anticancer Research, 12, 1121 
(1992)]{Cl^o/c 0 y^^fi5~20%^^>-^^(TK-^)^ffl^ > iS5G&# 
TTU— >-&fc9GT>S6M:i±LT 2 // gtf> Flt-1 7N :ft«£tF Flt-1 3N tttl^timt 

t>* Flt-1 3N <D#&g{2 95 fc 0 

(6) ^t$fch VEGF Flt-1 7N *3J;U« Flt-1 3N 0#Bg^£® £ 
^T*gM£th VEGF Flt-1 7N Flt-1 3N (DMWMmm SIC (*JST^ 

nVKn— yUgfiK)«J^T(D«t5{^LT#fc 0 High Five ffllfi 4 X 10 7 <|il£ 175cm 2 ^ 
^= (^^-r—itW EX-CELL™400 (JRH Bioscience frig) 30ml {OSS^U 

1 HfPTOttU 7^^iC#^^iir, 27°C{CT 3~4 0 Palig^LTio ^*HTts 
^JtVt^HJllXL 1,500 xg T? 10 ^ii'L^f^VN±^#fc 0 

^•7i^t^x-?y>-ir77n— ^ CL-6B ^Vl'C7T/Wi/T-^-<^'^-^5/^(Pharmacia 
Biotech) AB ftS!*]^ 20ml £3fcttU 200ml 20mM hy^-lt^(pH7.5)^»r^?rffl 
V^TO.Sml/^O^jiT'^L^c *!fe*H&, ifE^J^dlMLf:: High Five 

500ml £ 0.5ml/^»SjgT^^y^— t77P- * CL-6B ^AldiiigL/ho £ 
200ml CO 0.2M NaCl £ra tf 20mM hy*-:&$KpH7.5)£r/B^T 0.5ml/5><7)^jg 
-C^L/t^, 1M NaCl Sr&tf 20mM hy*-&B&(pH7.5)jO>e>fc3««&£ 200 ml 

^hy^vy^ io(T^>-tm)zm^^xmmL*imm.mm&w*mwitLT i mi< ^ 

eK^-StLT 867 u g/ml) *§*: 0 
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(7) *jm±th VEGF&mfa Flt-1 7N *3<fct^ Flt-1 3N <DKh VEGF ^^fStiO^^ 
"JM4th VEGF Flt-1 7N ^J:!^ Flt-1 3N <Dth VEGF ^^fei45:WTO 

96 ^=tyU-^i^^-t°n^™-P^/l^hU— ^a^-7°l/ — h(96-well Immobilon ™-P 
Filtration Plate ; ^JJ/tfTfti!!) VL*9J— 100 /x l/!>x;l,t'^aL, TV — M£$& 
<£> PVDF JH^Tk^L^Co 7KTi5fe#fL PBS #fR 2 ax g/ml ^jWfeth- Flt-1 7N £ 
50 At l/-)x^T^aL, 4t:T'- BfeSfeHL-C5R3t$*fco ?5fe^^. 1 %^St^T/>Zf 
5^(BSA) Sr^tf PBSSr 100 xx 1/ V^Mx., 1 ^WSJES^-taKo-O^SiS 

Ps/^Lfdo PBS TMfci*^ (4) t?a#Lfc^M "NSttt r- VEGF g^ft: Flt- 
1 7N *5 £Xfi Flt-1 3N&50 /x l/^^l'-C^ttL (ftJ^jftS 1-1000 ng/ml) % 
l25 I SIBfefch VEGF 3ng/mI:T^i^MtJK)£r50 /x 1/ ^a/UAH*., £ifi 
~C 1.5 B^IKIKJS^fce 0.05%tween-PBS Ti5fci*H£ s 50 c C|31T f >^^|£#$^ > -v 

®l)SrfflvvT\ ^^/K^-^Lfc 125 I*Mf&tK VEGF(D^#tStt»J^L/c 0 
J$HSrl2l22(^"f 0 TOttth VEGF S^Efr Flt-1 7N *5J:tJ* Flt-1 3N tt^#t 
125 1 tliSskh VEGF <D pj^ttt h Flt-1 7N ^^^IMi-S^^^tt/Co 
"T^ttth VEGF ^^{fc Flt-1 7N &£.Z$ Flt-1 3N tt^SftOth VEGF #£-£?£tt£r 
^Lfc^<b^ th VEGF tt Flt-1 3N ff&#<$'^/l'E#J&^trN*^TSy'ifco»e> 1 

a>£> 338 # b ) {^^-rsri^^^^^ofeo 

(8) liiL»Iiati:*5tt5t h VEGF CO^JI 

th VEGF tt£*Ttf>J:5l£LT#fco High Five *0J3£ 4 X 10 7 fg]£ 175cm 2 77^= (2*7 
-Y-7— tt«l) id EX-CELL™400 t&itil(JRH Bioscience f±M)30ml JdfflHBU 1 
Btf^SfcKU 77^3 KLttSfrS-frfco ZSCj§fc[Cell Growth & Differentiation, 7, 213 
(1996)]f2*<Z>:£i£(Cj;0f3b;ftfcfch VEGF E^tt^^an^-f^MIr^ 1~3 

X 10 8 PFU/ml tf**ft«r 1ml AP^L, 2 B$PM&£-£rc 0 i##±fff £ 

8fc#*rfc:K: 30ml <D EX-CELL™400 J#J{6 30ml SriWx. 27 < C(ZT 3~4 0 P^i^Lfc 

&m&T&, mm±.m%®i&is l.sooxg-r* 10 ftmm>bftm%m^±mzntz 0 

iJ^MZ.^] 40ml ©^/>'!Jy-t77D-^ CL-6B ^^[77/W->7 "<-<#^3^ 
(Pharmacia Biotech) AB *UK]S:?E9CU 400ml 20mM H)* — ifiifc<pH7 .5) 
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VEGF £r^t>i##i£ 1500ml £ 0.5ml/#O»fti§T^^y ^-±? T u— * CL-6B 
•A{^iiigLfc 0 ZblZ. 400ml tf> 20mM h!J^-^L^(pH7.5)^V^T 0.5ml/#tf)fllitT 
ifc#Lfcf£, 0.2M % 0.5M 1M <£> NaCl 20mM hy*-&$KpH7.5)2»ib&6 

%&ffiWi& 120 ml £MI#di§igU ^yy-t77n- ^(^^U/cSSK^PW^I- 
^W^5i:*{C8ml -To^tH^^iiiLfeo ftftmi^tifrzm SDS /KUT 
^y/l'T^Ky^m^Kjf^T^L, fchVEGF2r-^tP#iii(0.5~l MNaCl 
120ml IhIJIXL^o ir^hy^^-lOOr^^frM) X-mm&, VEGF £:fgfi£<!rLT 
4ml (SfiSM 1-2 mg/ml)#fc 0 

i^mmfiLmwizmm) i x io 9 *^^^ 5 ii^nt balb/c(b^slc& 

§5!) , B6C3F1 ( 9 ^^-/UXy^— *±§5S);fc5^te*lf SD 7:vK 0 #SLC*± 

$5DKH£#U 2 jir^^J;'!) 10-50 ^ g^ISIS: l jl&gd: 1 Is], ft 4 le]i£#Lfc 0 

NIH3T3-F11-1 iSaiX10'<B^5 ii^ltlt BALB/c ( 0 ^SLCtti^) 3EE(C1^# 

feizmmzmmLfro nih3T3-fr-i m^i&^-Lt^ 5 m^-m balb/ c 
x-te&mftfrfab-r > ^asta- fr-i 7N ^#i-5^M(3±#u&a>o*:o 

(l,200rpm x 5 ^ffJDLfcf^ ±Y#£}&T, hy^-:&ftT^:^Ajjg^i&<pH7.65) 
"C 1 —2 #P#&aL^I«£r|&*U MEM JgJ&T 3 [Hlgfc^U *TO§l!^i-fflV^c 0 

3. j^m^aij^fe 

1 (4)-e#btL7ci'5T^ttt h Flt-1 7N Flt-1 3N ^^Lfc^^fc-SV Mi9s> h 

i<4)4>h &mi&mm±m£i9'&bthti*im&th vegf g^fr fr-i 7n &£t* fr-i 

3N £fflW:: 0 96 EIA ffl^l — h (^-T^-thM) (d, PBS #-|R 1 —10 ^ 

g/ml ol^ttth VEGF g^ffc Flt-1 7N S Flt-1 3N #J;U*tt!$^J!g<£:LT 1 (6) X'&b 

nfcHigh Five mmmm±m<D^<v^9^mmmft^, zti^tvso n 
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-e#&U 4 °c-e— mwnm^xmm^ti 0 m&'ik, 1 %^skmr ^^(bsa) & 

^tf PBS £r 100 ul/ V=l^Mtl, m& 1 B#fc1&j££ircaoTV^^4g&yn : y 
^LfCo 1%BSA-PBS ^T.M^^^fc^VNl^^^ryh^tjfiLtS^JlUC/N^y 
K — ^COi^^JLff 50 n l/!)x;K'^ttU 2 B$ffUKJfc£-ti:/cL 0 0.05%tween-PBS T 

— iftl^^m^^h^yrn^y^C^J^ DAKO *±®!)£ 50 ^ l/^A-TflP^T 
1 B$Pp8S/&£-£, 0.05% tween-PBS Ti5fc*H& ABTS S«*£[2.2-TvVtf ^ (3- 
xf;l/^<y/f7^-^-6- ;^/}^®DT^£— ^-MSriB^TIgfe^-tf: OD415nm 
£>®7fe^ E max [^rU^-^— -fV^^-X (Molecular Devices)*±§!j] £jft|^Lfc 0 

2 T^^^^^^^c^^KWM^ 4 X^hfltzi'WmMm^t^ 10:1 
&5J::>^U is^BKl^OOrpnu 5 #HiDLfc^ ±»Sr*T, *£®LfcftBJ&S¥£ 
.fc<J5CLfcf£, mW^^h, 37X^X\ ^y^^U>^7^=-^-1000(PEG-1000)2g, 
MEM Jgjft 2ml DMSO 0.7ml <£>'M? O^-lml/lO^^^fl^ijffliia^B^, 1~2 

ftfflmz MEM igift l~2ml ^HMn^fc^ MEM )§«?rJ[lXLT^i^ 50ml fcfcS 
£?lZl,t- 0 m>bftM OOOrpm, 5 ±m*&T, && J &b*\z.m&&\3i<rLtt&, 

^^S'hii.fcSKii*., KfflLW5^0>fc:*nte&HAT *M 100ml tp\Z.mMLtc 0 

ZCDMfflWi* 96 V^/l-mmm^ — Mi 100 u l/^x/l'fo^aL, 5%C0 2 -f>-3r 
a^— «K 37tT* 10-14 9^^L7t 0 rOit^im^HiS^Jl^ 2(3)^12^ 
LfcBllf &^$|£:8:-T?fE-<, 1 (4) -C#ibtL^-5T^t h VEGF Flt-1 7N &5 

V^{i Flt-1 3N id#S#Jf ^KJ&U 2»0 1 (6)T#^nfc^fei:mi^S^L^V^ ; «i/U 

VEGF £&ft: Flt-1 ^y^o— ^/^ft:Sr^jg-r5yN>f ^yK"--r«c%fltSCL/co tXT 
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5CKM1737. 1739, 1740. 












1742. 1743) 
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Fit 7N 
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3 (KM 1748. 1749, 1750) 


Balb/cT^T, 


1 


Fit 7N 


Fit 3N 


420 


3 (KM1730. 1731. 1732) 



1 (4)-C#^>^c^ttt:h VEGF Flt-1 7N Sr&^Lfc Balb/c 1 

*>5V>tt SD 75/ h 2 ECd>P>#ibtL^>-r^yK— r£ Rfigttt h VEGF Flt-1 
7N SrfflV^T^il^tUSj 672 !>x^*5 J; tflf$ 2184 ^^^i" o^^U— 
^tth^tl 5 ^n— i^*s«fcU« 6 W—XDlmX.h VEGF Flt-1 ^ey^n— ^^fctte 

£r#, Ztlbttt^etl KM1737, KM1739, KM1740, KM1742, KM1743 
KM1733, KM1735, KM1736, KM1745, KM1746, KM1747 bfit%Lti 0 Z.fab<D#n*- 
>-(D<pT\ 8 iC^Lfcth VEGF <D Flt-1 jfe^l&Sfe/B&^^Ottfci^ofco £blw, 
KM1735, KM1736, KM1742, KM1743 *5«tV KM1745 tef&lE 10 -e7^-r&jg$BJI&& 
fefeCL^Tth VEGF Flt-1 ^m»t^Lfc^\ KM1730, KM1731 *3«k 

LFKM1732 idittfeLT^^T^>/^^t?*>ofCo 

— 1 (4) T»fetL^^f4th VEGF Flt-1 7N £&^LfcB3C3Fl -r*;* 

1 EE, *3£t^ Balb/c 1 Wt^h^hflt^^CfW—^ 1 (4) T?^biX^:^t4 

th VEGF ^mW- Flt-1 3N ^rfflV^r^t^^H^ 672 V^/lsteXXf 420 «>3i/i^!J — 

^y^tfc^l, Zti^tifab 3 ^o-yfoSitf vegf Flt-1 ^y^TP—r 

A'SfcffcS:^ Ztlbtttl^tl KM1748, KM1749, KM1750 *5«tU^ KM1730, 
KM1731, KM1732 tfii£Lti 0 Ztvbfv— V^'FT'^IE 8 T^Lfcfch VEGF (7) Flt- 
1 ^^Pl^^ffi^-r^CDirLT KM1732, KM1748 j3«ttJ« KM1750 <D 3 ^n— >^ 
Sfefefrfco KM1730, KM1731 &£Xfi KM1732 <D 3 ^d— i/fi^IS 10 T'^ 

-T^*|Bj!aife^(i4oV>Tth VEGF g^ffc Flt-1 IgmfflJfel-ffifcTBKR&Lfco 
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lgG2b 


KM 1749 


707 
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707 
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707 


IgGI 


KM 1731 


707 
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707 
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6. ^J^n—r/V^^CO^m 

-fv^istimLtz 8 m^— \*m-?vx (Baib/ C ) \z 5 -enhfrt'^-^w—^m. 
nm^mitLtzo m^tc^tc^^h, mtk^^ci ~8mi/ iz^u ii<L># 

T -7^7hy— --^-^T/U) l£«fc!J]flttRU HH^y^n— -rAsfotebX^t^ 
5 -C#bn^tn:tH VEGF g^ffc Flt-1 ^/^n— 3 l^!2*tL7b 

j^mSria23{^-r o Flt-1 7N Sr&^Lfc-^T^ 7-yhJ;W7*yK-v$:^SL, 
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Flt-1 7N Sr/Bl^T^IRUt^/^n — ivH5t{*:(KM1733, KM1735, KM1736, 
KM1737, KM1739, KM1740, KM1742, KM1743, KM1745, KM1746, KM1747)C04" 
T\ KM1740 tdtfte Flt-1 7N teXTf Flt-1 3N |Ig)SLf::i:^^ Flt-1 CON^^T^ 
/^(^^/Uia^lJ^tf)^^ 1~338 # g J£#£-r5«>— ^SrtBf&LTV^^ 
/Wk/^&ofco $S<9£> 10 ^u— Vii, Flt-1 7N idliSi^-TS^ Flt-1 3N WSSlfc 

u^v^r^b, Fit-i (DNmi^r^moy^^mn^ tf)*»e> 339-750 #g 

^IMLTV^5^^^HJ^ < ^/ cC o^ 0 — Flt-1 7N^^L/c-^ 
?;*J:9W^1JK— ^S:f1s§gU Flt-1 3N &ffl\<^xm$lLtc6W.<7>tS?v— r/vfo 
^2^1748, KM1749, KM1750, KM1730, KM1731, KM1732) fil^T, Flt-1 7N 
Flt-1 3N {3.S/^Lfcr^/6^, Flt-1 ^N^T^y^^^A-iB^^tf)/^ 
1-338 # g {d#^-r5^t>— ^^I^LTV ^ri:/5SB^M^^o^ 0 

8. tfi Fit-i ^ey^n— ^-/p^ic:i:5th vegf irth vegf Fit-i o^Pfl 

5 X~'&bntzttth VEGF Flt-1 ^vHKftWth VEGF irfch 

VEGF Flt-1 <D^^P£«&^^T<^^H1{-^V ^|Sbfe 0 

96 tr^/\"-?/U^X?})~- is — IP^U — h(96-well MultlScreen-IP Plate ;^U?KTt± 
ig)l^5V— A-£r 100 /z l/?^/H?#&U TV— HStgP<£> PVDF IM£gi7MbLfc 0 
TK^iJfe^, PBS T1.6M g/ml CO^^{-«LfcoT^t4th VEGF S^ft Flt-1 7N 
£50 /z l/?a^T#&U 4 tt-WILTlf^fco i5fc#f£, l%^ik?tT/l- 

^v(bsa) -^wpbs £50 n\/ ^x/^i, ifi 1 mmfrfo&^xn^x^zm 

Vkm^yvyfLtZo PBS T*i^#^, W^K— r<7>J##_b?if£>5VS;t0.5M NaCl 
«r£tf 1%BSA-PBS ®^-C*fJLfeft4!l*y^i=»— /Hftfr (0.01—7.29 g/ml)£ 
50 /x l/S^/UT^ffiU ^ioid. 3ng/mltf> i2S \ Wt&thVEGF (T^i/^M±M)& 50 
H 1/ ^a^JP^.^ffl-C 1.5 B%fflfcJfc£ J &fZo 0.05%tween-PBS Xtfcftfe, SCClUT? 

^^ (/vy^-KM) £fflv ^t, ^^wo^Lfc 125 1 math vegf a>afe*+fiH44r 

^/HftftWcpT", 3 ^CO^y^n— -^vHgrtft: KM1748, KM1750, KM1732 
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fc, ^fr^nVB-W^ 62.6%, 66.3%, 83.1 %T?fch VEGF ^fchVEGF Flt-1 (D 

ft- ii m<D^y?v~±'^m.mxi£<tti&m.mfe\$L%^ts-r, Fit-i 3NT*iiK$Hfc6 

tO^n- ^-^fct^(KM1748 > KM1749, KM1750, KM1730, KM1731, KM1732) 
(Do^b, KM1748, KM1750 *5«tU« KM1732 CoV ^Tfcfc^-^Pfi^fStt^LTV^o 

-T^yK— vo^^y-^^^ Flt-1 3N SrfflWc^l^W, ^Pl*^t4«:Wi--5^ 

y^a— r^^mn^tz.^.t\-i., ^m^^x^ti. -=£lt, fu-i 3n 

f^Lfcin Flt-1 *>^P— TvHftfle KM1732, KM1748, KM1750 Sr/B^TS^Pa 
^1£&&tfimi'tiffi^&m25iZ7jk1r 0 KM1732, KM1748, KM1750 «^S#:#lttJ- 
th VEGF VEGF Flt-1 <Z>ij£-^£:PR$L7Co th VEGF ifch VEGF S^ffc 

Flt-1 50%P£S£^i~ KM1732, KM1748, KM1750 <DMM (1C50) (i 1.1 

g/ml, 1.3 g/mk 2.0 // g/ml T?$>ofc 0 — ;6\ n^ho — /^LT^fflLfc^^ 
IgGl ^7^T*fc5^i/7D^/K7; A ^rSfu— KM231 [Anticancer 
Research, 10, 1579 (1990) ] fi^<PM?£t£&7^£&/!>»ofCo 

9. fet Flt-1 ^e/^D— ^/WtftflcJdcfcSth VEGF tth VEGF ^gffc Flt-1 3£JgJBUI&<D 

^ith VEGF g^ft: Flt-1 */^n— -JvHBtffc KM1732, KM1748 3oJ;U* KM1750 \Z 
«fc5th VEGF tth VEGF Flt-1 <7>^-a-pa$^$rJ^TC0^Hl(c:^V ^|gL 

96 — h(96-well MultiScreen-HV Plate;?y^T 

ttfSOUll %^F£&L?ffT/^5:>'(BSA) Sr^tr PBS £100 n 1/ ^yl/flPx.* ML 1 
Nr^S/&£itT£^/l'4 3 <^t£S£:7^^U 0.05%NaN 3 £rB tf 1%BSA-PBS (d!^ 
$S)LfcNIH3T3-Flt-l ^ffl^ 5 X 10 4 i®/^^^nx./c o 1%BSA-PBS X*mft'ik, JtM 
^■/^n— ^/Hftflc (0.01 -7.29 n g/ml)£50 n l/V^XftfrL, 3ng/ml 
CO > 2S I VEGF(T-r^A*±$0£ 50 // 1/ ^>^^0X., 7k_hT? 2 B#F B 1&:J&£ 
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,Z5 I mmtb VEGF o^tt^tt^riR'J^Lfcio 

JfifMLfcta Flt-l ^E-y^n— ^fctffc KM1732, KM1748, KM1750 %m\s^T&&m. 
mmi^mnLfcm^m26iC^ 0 KM1732, KM1748, KM1750 t2$t^###JM 
th VEGF <b NIH3T3-FU-1 »^©|S^5:atLfc„ th VEGF <h NIH3T3-FU-1 'ffl 
M<D&&(D 50%P1^7^t" KM1732 N KM1748, KM1750 tf)^^ (IC50) 0.050 ^ 
g/ml, 0.037 n g/mU 0.041 g/ml "Cfoofco — *\ nyhn- /^LT^fflLfc^^ 
IgGl ^7^T*fc5$l^7y/WW^ A ^y^D-f/^flJ KM231 «^<P1#^^ 

10. ^e/^n— ^/P^Oth VEGF Flt-l ^^Jfe^KifcttOfiifB 

5 -em^tt^th VEGF Flt-l ^/^n-:h/l^#:<^#^t££&^/&Sfe 

fch VEGF S^ffc Flt-l ISfg, N1H3T3 *ffl^(NIH3T3-Flt-l). nyha-/W NIH3T3 jfoB 
flS(NIH3T3-Neo) [Oncogene, 10, 135 (1995)]5 X 10 6 f@£r;*U£ 96 ^zc/I^V — M£*fe 
iS^^feffl^|if^(l%BSA , 0.0296EDTA ,0.05% Tiffo-ThW^^te PBS) 

ioo // 1 id^L-c^&Lfco ^c, 35ox g -e i ftmm>bfttmk. -tm*vk%, ^ 
zfvy— ^mm-km&^^znutiifcao ^ g /mD5o ju l^oit 4 x:x* -zo^mR 
jfc£ittz 0 200 ft i<Dft&mmt&&mmffim*&<}~;i>'iz.mx. 4 °c, 35ox g 

ft^tzik, fitc wmK^^^;7v^ysfc&&z>\^\± fitc mmW7vY>(J*str 

uzfyisfate (mytw,mt±M) & 1 n g /mi <z>i£^T^ir&^i»^&/BMa£ 50 

At 1 4 'CT 30 ftmRfcZ^tiv fcfcm, ±.t£k\ii\ffi<DffifrWifc& 3 ©fro 

^^SrlH2 7 {^-f 0 fetth VEGF ^gffc Flt-l ^/^n— ^vHftfls: KM1730, 
KM1731 ioXXf KM1732 fi^hn — A-JM^taRJ^T Flt-l 3g§yMi^#S#J 

iz.mmzfcfcLfz(A) 0 mi^^T&sjftth vegf s^fr Fit-i *y^D- ?- 

/Hft ft KM 1748 (10 *z g/mD^Jz^^^^yK— ^i§*Jt?f KM1748 ^3>hn-/UJj|B 
tel^ttRjC&'M' Flt-l |8m*fflJia^^M^{^^J-SJ^Lfc(B) 0 Z.(D&^ *J?v 
—T'l'tiiW. KM1730, KM173U KM1732, KM1748 KM1750 l2i&ffl/l&Sffi±CD 
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thVEGF^&Flt-i &¥fm#}\z.MWi-tZZbfcWbf)>bti:'z>fc 0 — ^\ KM1735, 

KM1736, KM1742, KM1743 *5J:T>* KM1745 Kith VEGF Flt-1 ?t^M^LbR 

/&Lfc#\ KM1730, KM1731, KM1732, KM1748 *5«J;U< KM1750 {CUttfcLTlSfeT 

11. ^;?v—^;Vfc&%m\<^tz$^*?l'rfTiyhm^£.Z>th VEGF Flt-1 CO 

N1H3T3-F11-1 ifcfflflS, = ^hn — ;V N1H3T3 #fflJ3&(NIH3T3-Neo)J:i9, IfciftlSitO^ife 
[Cancer Research, 46, 4438 (1986) ^ZJ^^^M^L^WM^, SDS-PAGE 
£V$kW)Vti 0 SDS-PAGE li^Cj^B2itC»^& [Anticancer Research, 12^ 1121 
(1992)] |£f£V\ 5~20%^7^:/hy/l'(Th--*±§!l)£:ffll,\ it7C^#T 

^r^Ci^ia^^^jfe [Anticancer Research, 12, 1 121(1992)] (CtifeV \ PVDF Mtdh^ 
^77- LfCo iV^t, PVDF JJgSr 1%BSA «r£tp PBS li^fflT? 30 #fm£jft£-£^n 
ydf ^tfef^SrfrV \ fitth VEGF Flt-1 TvUfitfls: KM1737 (Dig^ 

-k*it£- 4t:(c:T 1 ffi.fcJfc$ J &tz 0 0.05% Tween Sr^tp PBS T*25fcr£U ^A-^f^— 
If^f&Lfci^fiv^;* IgG [5,000 ^^^^^(Chemicon^tSnSr^fiT* 2 B$ 
^S/^^-arfeo 0.05% Tween $r&tt PBS -Cgfc^U ECL™^3i^^>^ny^^9* 
-fTfi/a^VT— v^VS^ECL™ Western blotting detectionreagents ; T"Vfir.A 
f±§SD5rfflV fitth VEGF g:^ffc Flt-1 *ey^P— ■ JvHfctt KM 1737 2&Sj&-£Lfc^ 

HJ28{^^:^-ro filth VEGF Flt-1 *Ev^n — TVl-fitf*: KM1737 fi, 

NIH3T3-FH-1 iNHflSt-lg^LTV^^^* 180 ^ n^h^th VEGF g^ffr Flt-1 

12. ^y^n— ^fifctt&ffli^fcpriStefch vegf g^ffc Fit-i o^ffi 

96^7^/KOElA ffl^U — hC^^— tfcUDtw, filth VEGF g^ffc Flt-1 ^/^o 
—r^Wfo KM1732 Sr PBS T* 10 /z g/ml <Z>*£l£*JRU 50 // 
U 4t:-e— Bfe^gLT®^$-fr/t 0 i5fe#&, ^jfirWT/l^^BSA) Sr^frPBS*: 

100 //I/ ^/I^Pxl, 1 mfflRJ&£itXm'iX\ f ^iS®im*yv>y?L1t 0 

1%BSA-PBS Sr&T, 1%BSA-PBS "C 1000~0.0056ng/ml ^jllSE^^frfRLfc l(4)T?# 
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bfrtc^m "T^ttth VEGF Flt-1 7N &£Xfi Flt-1 3N £: 4 °CT— GfcK/££ 

itfCo 0.05%tween-PBS Ti5fcfrf£> ^*P^fe (S* If fet#;& : ^dfcPiflJ 1985 
W^^gfcLfcifcfch VEGF g^ffc Flt-1 *y*n— TvHftft: KM1730 £: 1 % 
BSA-PBS T'0.1 // g/ml OfeSt^fRLT 50 /z l/^^T oiPA.T^ja^T 2 B# 
raSJS^-fr^io 0.05%tween-PBS "Cft^, 1%BSA-PBS (CT 4,000 fg{i*|RLfc 

B#^S^$itfc 0 0.05%tween-PBS ABTS Ifi[2.2-7 vV tT^ (3-^ 

/^y/f7^-^- ^/^V®?)T>' i e^ , >^]^fflVNT^fe$-yrOD415nm 
}M£rE max (^^3.7— f/W->- XttiD^fflV^ffiy^Lfco 

^m^!2l29(^-r o r<£>;j&j|t:, ©tth VEGF ^{fc Flt-1 *y^o— - ^Hftffc 
KM1732 teXTfeX-f-^WtfLKh VEGF ^Sgft: Flt-1 ^yyn — -jr/Vfafc KM1730 
£/8^3;i£|;iJ;9^^f£th VEGF Flt-1 3N 13:0.46 ng/ml «t<9 % Flt-1 7N fit 

1.37 ng/ml «t?)iai^i-SwWS"C*SrWSM W^J&ofc, 

13.fct VEGF ^{fc Flt-i *y^o— • JvHntt&fflWc VEGF ft^ftifM&^ftlfliiJ 

in vitro i^t5if[LW#r£®t£^*B^fc5 VEGF ###J&fchlfil.1f f*3&iNB/!&<Oig 
^ffitt{^S.iS-rtn: VEGF g^ffc Flt-1 *y*n— ^ffiflc«>3!l**:tft*tL:fco 

MHiai&^f^Kf^ Sato 6<^^"&[J. Cell Biology, 107, 1199 (1988)] \Z&\, ^Tofc„ 
3.5cm <D^4vi/zi^^7fr^^Y\Z.t£%lE.-X?S&%k\stL HUVEC ^^yy^T'^^ro 
rttcfe PBS T^r^LfCo 5%FCS £r£tr M-199 i#itil&: 1.5ml 2jPx_ % £<oC: VEGF(ij& 

10ng/ml)*3«trJ J 5"T»#fciX^ VEGF §L<gfc Flt-1 ^-y^u— -^/Mftft: KM1750 
&7c«: KM 17 32(^-^0, K 10 m g/ml)£»lU 24 f*rf B 1Jg#Lfc 0 Mtt 

*:<Dlfe$k. HUVEC « VEGF ffitolZ£ymmmi£m& ±#rLfc/&S, ^ VEGF S^ft: 
Flt-1 ^E-yyu— ^/^flsKM1750 KM1732 (if^it^ 1 ju g/ml) (Ct^^-^E 

jfe^PlW^H/co ft 0 t> Flt-1 ttifcWrt&iSWtew^J-M^S^SSflc-C&Sr. 

H)47(i^t VEGF ^Wffc Flt-1 ^eyyn— ^-^jnfls KM1750 *3j:U< KM1732 OQlfD.W 

rtjft»te©igjfeia*fl&ttS:«s«ufc3ismsr^L/5:o *y*n— r/is&ifrWkm 0.1-1 
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H g/ml t-*5V>T 2 ^(D^y?v-+'l'fam*M&{&WMlZlhmfofe'Mf&<vm7£m 
&>±fab, VEGF S^ft; Flt-1 */*n— ^/Hftfls^J:^ VEGF iZXWM^ti 

VEGF S^f*; Flt-1 ti»J|W^<S^S*fi^tft*^fr* s «l**i^5.*^** 
WlzXV^h VEGF g^fr Flt-1 ^i-S^jftlfllttSrW-rSite^Slflift^^^li 

Ifl?IJ#^- 17-AXgfi?IJ(Z)^:^DNA 
IBSW-^ 18 - AXfa?IJtf>f&fj : DNA 
lfl^J#^- 19- AXia^JomB^ DNA 
20- AXga?IJ<Z>f&91 : DNA 

ga^u^-^- 2 1 -ATMmnmm ■. dna 

Sa^J*^" 22 - ATMW<DmW : DNA 
|E?U#-§- 23- AXlfi?ljC>ffc91 DNA 
Sa^lJ#-^ 24 - AXI2?IJtf>fftl^ : DNA 
ia^J#-^25-AXS2^IJcO^:^ DNA 

ia?ij#^- 26- x-xmm<DWLm •. dna 

gd*«-5§- 27- AXld?lJ<Z)M r^fife DNA 
K^IJ#-^- 28- AXI^IJCQM : 3*J& DNA 
m&m^- 29- AXga?lJ<7)Ui0/) : ^fife DNA 

la^jn^ 30- Axia^ra : -a-^ dna 

fa?IJ#-5§- 31 - AXlfi?U<7}t&^ : -a-fijc DNA 
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DNA 




i-^-33- 




:^fi5c DNA 


mm 


&-Pr 34- 




DNA 




f^-35- 




: a*$c DNA 




i-Pr 36- 




DNA 




f-^-37- 


-Axia>?ij(DiftB^ 


:^fi5c DNA 






DNA 




1^-39- 




:-g-J&DNA 




i-^- 40- 


•AXE^iJWttW 


DNA 






•AxgB#jtf>ift9! 


: DNA 




1-^-42- 


•Axe^jwaftw 


r^/jfe DNA 


ga?U1 


1^-43- 




: o^JSjc DNA 


ia^ij#-^-44- 


-Axe^tftw 


: DNA 


gS^JI 


1-^-45- 


■Axia^joittw 


: £*J5fe DNA 


gs#11 


1-55-46- 




: DNA 




1-^-47- 


Axga^ij^iftp^ 


DNA 


ga?IJ3 


1-^- 48- 


Axga?ij<£>ra 


: DNA 




ft^r 49- 




DNA 








: DNA 




1-^- 51- 




DNA 


BS^lJ#^-52- 




-£55c DNA 


gfi*IJ3 


t# 53 — 


AIEJlOttlfl: 


-a-fife DNA 




^54- 


AXgS?iJc£>Ifc0J§: 


DNA 




AXlfi?Utf>IftW: 


-a-fifc DNA 




^56- 


AXffi^fftW: 


^J5£ DNA 


gaw 




AXE?iJ<£>ffcW : 


■g-fifc DNA 


ga^jf 


r-^- 58- 


AT.PP.5U©|JIW: 


DNA 




r^- 59- 


AXE?iJ<7>gftiPJ: 


-g-fifc DNA 
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mm^r 60- XJL%m<D®.W 

m#m*k 6i - An%m<DWLw 
mzm^- 62- AT.mn<nmw 
ia^ij#-^ 63- Axsa^ijcoiftp^ 

66 - a x.%m<Dmw 

ga^ij# 68— a xia?ij<z> t& w 
ia*u§-*§- 69- xnm^mm 
w&m^- 7o- Axia^ij^i&p^ 
ia?ij#^§- 71 - Axia^ffc^ 

mzm^- 73- Aj:m&\<Dmw 
ia?u#^- 74- Axia^ijcoiftB^ 
ia^j#^- 75- xjimfwmw 
ia?u#^§- 76- Axia^j^iftp^ 
w$m^ 77- AxBa^i&w 

W$m?r 78- AXga?U<DtfcW 

ia?u#-$§- 79- Axga*u<?>ifc0j? 
sa^'j#^- so- Axga?u<£>i&w 
ia?u#-s§- si - Axsa^u^iftp^ 

§a^lj#^- 82- AXlfl^lJOlftP^ 

ia?ij#-*§- 83- Kummmm 
ia^j#^-84-Axia^ittPj 
ga*ij#-s§- 85- AT.mm<nwiw 

ia^lj#^- 86- AXffi^lJ^lftPJ 
87- AXia?IJOt&W 
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-a" fife DNA 
£>fifeDNA 
-g-fife DNA 
-^fifeDNA 
-^fife DNA 
^fife DNA 
£-fife DNA 
-g-fife DNA 
-^fife DNA 
£-fife DNA 
-n fife DNA 
£*fife DNA 
£-fife DNA 
£*fife DNA 
^fife DNA 
^fife DNA 
£*fife DNA 
£>fife DNA 
fife DNA 
-^fife DNA 
•^fifeDNA 
-g-fife DNA 
-^fife DNA 
-^fife DNA 
^fife DNA 
^fife DNA 
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aaa?u*#93-AXE^jofftW:tHktitflc««^r^fli« 

gE^iJ#^- 94- AXfB?iJ<D|fc91 :kMb$HttM»r£fitt 

E5ij#-^95-Axia5ij<z>stw:tMk«tflca:«^«« 
ia*«^- 96- Axia^ij^uiB^ : tHktn:#:«^^r^«« 
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2. VEGF Flt-1 (D^y-rsV^m^-at* N ^JST^yift*^ 750 # g |i# 

3. fch VEGF g^ffc Flt-1 (Di/f't'Jl'&m&'atf N 5fc«STS>'ifc&»k 338 $ g |d# 

4. th VEGF Flt-1 ©i^^A'EWSr^tf N *»r5/ito&»e>lfc;tT 100~ 

204 $ g ^^i-5IS^^f3iiai|B«i<Dii^^mm^fei^o 

5. th VEGF <£>th VEGF g^ffc Flt-1 ^ <£> PI ^oth Flt-1 id^J-TS 

8. thfktrt^^fchS!^r^7©L^*fcttfchM CDR #Hfitft#T?*>5, fit5H:<Z>f[iig6ie«£ 

?ij#-s§- 5, 6 S3«tt5 7 fBife<^T5/^ia^j*fcf*ia^j#-§- ii, 12 *3«fct* 13 iE«s©r? 

10 ie4fecoT^/^aa^j^fe«Ba^j#^- u, 15 sa^t* ie m,m<DT*ymmm&^ttm 

11. th^^^^^th vegf Fit-i ^m^j^s/^-r-s^y^c— ^-/i^ 

12. h m v mm&zx* l mv i^7^^j^^>'^o"t^^ 

KM1732(FERM BP-5698)*fe^y^n— :h/Wftfls: KM1750(FERM BP-5700)7^£>ji 
t£nZ>*rS?v—)-;l'tfift.(D HIV fig L V fgi&<DT^m%W\tmZT* 
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13. Hiv mi&<DT^ymt&M*m?m%- 86 ^.tcn 88 ^mmzntiT^ymw.wx* 

14. L m V fi$<Z>T^/^IfiWga?lJ#-^ 87 */cti 89 (dfaS^tL^T^y^ffi^JT 
l#5kO®SffllllS«fe^>t:h^^i5i#: 0 

*sK<or5;/^gfi?ij/^ia?y#^§- 87 <7rr^/^g2?u&^m#*^*fcimifB^tf>tbM^ 

16. H ^ V ^^(^T^7^ia^J^gd^J#^- 88 IE«c(7)T5y^ia^J^^., L M V $g 

^oT5:y^ifi^j^g^ij#-^ 89 coT^/^ia^j^tfiijRofsiaiiis^oth^^ 

17. VEGF Flt-1 {^^^{dS^-t-StKM^^fetft:^, KM2532 *5<tt/ 
KM2550 ^^^tfHSIS^^iaffilllS^cDtbM^^ta^o 

18. |f3^CO^fflll~17(7)V^n5i^l^f-l5«tCOth VEGF ^{fc Flt-1 

SJ^-rSth^^tnC^^-K-r^ DNA D 

19. BB^^iSia 1812^(7) DNA pKANTEX93 k&Sft-fZ 

22. \z\-m CDR ^^fctffc^fch VEGF g^ft: Flt-1 t^mtfJl-K/fc-rS^y^n — 

m cdr &mm.& 0 

23. fchSJ CDR &mtfil£<D H #t<D V Ml§&ffiMt£&;£fi91§£/^ BE3«-*§- 5, 6 

7 *fc«gH^lJ#-^ 11, 12 *>£W 13 ff3fc<73t£ffl22HEi»c<Dt^ CDR ^*gfet 
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24. Khm CDR &m#ifo<D Li©V mi&mffi&fcfemm* * IE?IJ#^ 8, 9 *5«tt/ 

io iE4fe^r?/Kifi^j*yiitte^J## 14, 15 *jj;t>* 16 iBtt©r^yifeE?ij-x?fe5, 

25. thai cdr &mvim\ mm%- 5, 6 1 mm^r^mmm^^m 

CDR &m.tKfo 0 

26. thM CDR ®mfcft&, mtm^ 11, 12 &£T$ 13 Bsm^r^y^gamjafr 

^r*««fi«<7>tH*Btt*3£««i:LT^^, a>oE#|#-J§- 14, 15 *s£Tfi 16 f2<fc<^ 
(DKhW. CDR^Mta^o 

27. H m V ^^T^y^ga^lJ^ia^J#-^ 90 IBttOTSy'ifeE^JSr^^ Livi 

*s6oT5:y^ia^j^gfi^j#^ 92 iBm^r^^ga^j^tf, I»^^ffl22t54fe^th 

® CDR &m%ifc 0 

28. h & v ^(DT^y^aa^ij^i^ijs^- 91 -ttim&m^ 95 <z>r^^@a?ij£ 

l m v ««<z>r?/ifcBay"J* s E?u#^- 93, ga?y#-$§- 94 ttm&m^- 96 <e> 

29. th VEGF gJgfle Flt-1 {C^^^ldSJ^-rSthM CDR 5gMfitrt#tfS, KM8550, 
KM8551, KM8552, KM8553, KM8554 jo£X$ KM8555 fabMtttlZ>$m?k(D%&m22 ! gi 

m&tbm cdr #tffifct#o 

30. If3R<7)|5ia22~290V^-rH^l^(-B5«t<7)th VEGF Flt-1 (Cl4#S#Jl- 
Si^-TSthM CDR l&mtfiW-*:^— Ki~6 DNA 0 

31. If3|tcD^iia30|B«c<^ DNA ^^A#1^K-<^— pKANTEX93 i^^rT^ 

33. If3H:cr>^!S32|B<St<^^®$G^^l#il!l{-^#L, it#^» c F(-|t*CO$^ia22~ 
29|B«t^tKM CDR 3gHfifii*«r^fiJcifSf*^:, I£i#^a*k^#&£&&-r6;L£ 
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34. tfLftmKfc, Fab % Fab\ F(ab') 2 , -^ft^&^ctm^/l^K^c^t: Fv frh 

35. -*mfcmK wfc<o h m v wK&ctTj* nv ««&^tp* fs*<z>f&ig 34 

IB^-^ftlJtfro 

36. -^ftfctftW H ft V J;l>" L ft V f>g$ctf>T5/^Sa?IJ^ th VEGF 

fle Flt-1 (£#Sfti£Rjft^5*y*n— ^ffiftw H ft V «*6*3j:t* L ft V figJ$(D 

37. -#ft#ifls<Z> H 0 V fig«*$J;Ut.L ft V ««©*B*Bttft^««<Z>T5y*EW 
tfS % VEGF S^ffc Flt-1 fcUKfSftlKlRj&i-^Ev'^P — -t;Vtiifc(D H ft V 

jfcOf&ffi 35 lE^-^ftfeL^o 

38. — *fttf;flM3 H ft V ^HisJc*5«J:t>* L ft V fJS*£c£>T^/$ffiW> ffi?IJ#-^ 86 *5 
<fct>* 87 -CfcS, iS3fc<£>«Sffl 36 fSicO-^ftfciC^o 

39. -^ftfctffctf) H ft V «*j3j;V L ft V ®J£tf>T^/ifeE*UtfS, ffi*IJ#-§- 88 *5 

40. -^ft^t^o h ft v ««*jj:t^ l ft v mm<vffiffivk&:mmw<7)T*smmm 

*K E?iJ#^ 5 N 6 &£Xf 7 IB*<©T5y|ffi^J*tlifl:BraE««l[ft«>ft*ttft3£ft 

41. -^ftfctftW H ft V «*i3J:T/ L ft V fci&<Dtom&&fem&V>TZ;mB.m 

i>Km&m& 11, 12 *5«fcTJ* 13 i2mcoT^y^Ifl^J?r^^I^^fift^tBM14^ 

5£1gi3£i:LT^^ /!»ogfi3?iJ#-5§- 14, 15 *5j;tJt 16 fE*t^T5y^ia?iJ&fct&*mirit 
««ft<Z>*B*&teifeJ£«*£LT^tr. tS*<D«£H 37 IB^-^ftfei^c 

42. -*®6iftOHi V ®^T5:/B£I22Wga?IJ#-5t- 90 H2«t<^T^y^I^iJ>l:-^ 

^ l ft v SBi&<z>T5:/Kgs?ijtfsga?y#^- 92 lES^T^y^ifi^JSr^-tf, li^RofS 

IS 37 iE*tf>— sjcftffiffc, 

43. -^ftfet^c^Hft v ft«<^r^/i6i2?u^ia^i#-§- 91 &tim&m-% 95 07 
^yBfeEyusr^^, l ft v m®.<DT%;m.®&umvm i % 93, ga?y#-5§- 94 ntzmz 

99 



WO 99/60025 



PCT/JP99/02661 



44. v^^:7^K£^b£tffc/5\ Jftflw H 0 v ««43J:rJ« Liv ^*fc$r£ti\ It* 

45. i?*;i<'7^ < £fei\3jiW.<D Hiv mWL^XXf l i v fgigt<7>T5:/^ia?iJ#\ * 

H-^tbfch VEGF Flt-1 ^^M^^^i-'S^/^c 3 — JvMftflafc H & V ^ 

m&£ZP L i V ^OT^/^gfi^J^PICT^/^K^J^W-t-5> tH^fSIS 44 H2«c 

46. ^A^K^lfcfctffctf) H 0 V ««*Sj:t* L m V ®J$0>tBll&tt:ifeJ£««tf> 

rsyseEaw, zti^titb vegf fh-i ^^sw^SJ5S-t*5 i ey^o— ^-yu 

47. ^A^Kgc^bfctfrGD H|V ^i^*3«tT> s L $K V ^c<DT5/^I2*W, * 

th^nmfm^- 86 *3 j:t/ 87 -c*>5, m^ofgia 45 ib^^^^k^^^c 

n^foW&m^- 88 *5J:tJ« 89 T*&5. tH^IEIS 45 |B«t<O^A'7-rK5fc^ktltfr. 
49. iS^/V? ^Y&feittiitoo) H|V ^B*S*3«J;t>* L 0 V -nS^cCO+Bffitt^:^^ 

so. ^^7wK^^b«t^ hiv ««*5J;tj< l«v w&<Dnm\®fcj£m&<n 

0>te*H4&£ffi#£LT£^ ^^oga^-^ 14, 15 *5«fct* 16 is^oT^y^ga^u^ 

51. t^/i^K^ftetttw hiv ^oT^/^ffi^j^ga^ij#-^- 90 mm<DT* 
ymmm&s^ Liv m^r^m^nm^m^- 92 fcm<o7%;msm&£ 
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52. *j*>v7 sfy&j£ikfoft.<D h m v mj&cDT^smm&wm&m^ 91 $.tz&m&\ 

95 (DT^ymffi&l*^^ L m V Mig((DT^y^gS^IJ^|a^J#^ 93, gfi?iJ#-5§- 

53. S»jR<z>*£fflit-!Btt£j|xfcfch vegf ^{fc Flt-l t^Htfj^Rft-f-Site^ 

*B^X.fet^ H«V «j«d3j:V LiV ^iUtO CDR fabm&tlSTSSm&mfrS 

54. H|V fp$c*3«fct>* L 0 V 1?gJ$<D CDR #\ Ifi?lj#4§- 5, 6, 7, 8, 9 *3«tU< 10 IE 

55. H m V ««*5j;tJt L $K V CDR IB^J#^- 11, 12, 13, 14, 15 *5«kt^ 

i6 iB^or5y^iB^^igfm5 / >^<^ir5:y^ia^ij$r-^tp, »3fc(D«iffl53iB 

57. fft^fSffil- 17, 22—29, 34—56 tf>V ^*LJ&»l«£3B*3*l/^fc*;/tM: 
^^KSrfflVN-C, fch VEGF ^{fc Flt-l Sr^^^tfeW-rS^r&o 

58. IS5k(7)|5iai~17, 22—29, 34-56 <£>l ^Ttl^l *St-!Efc£;ftfd}ft{££/bte 
^7^KS:/Bv>T, th VEGF Flt-l ^iS^^{'^ft-rs^j* 0 

59. f#5RO|5ffll~17, 22—29, 34-56 COV vTil^l ^i-fBfc^fcft&^cli 

^^KSrffi^T, W^ttth VEGF g^ft: Flt-l Sr^a^Wl-tfeffii-S^r&o 

60. If 3^<7)^iai — 17, 22 —29, 34 — 56 >T^>l^{^IB^$tLfcfet^yb« 

-W^FSrfflv v-C, nTMfeth VEGF Flt-l Sr^^Wln3£fi:i-<5^ife 0 

61. I»>H:^|5iai-17, 22-29, 34-56 <7)V>-TtL^l ^(-12^ tLfcfit^fc{i 

^TTWfcfflWt. th VEGF Flt-l &ii»Jte&ffiK:#^Lfcflflte£ftj&^ftfc: 

62. If 3fc<7>i&ia 1 — 17, 22—29, 34-56 CDV ^tL^^US(-l5^$nfc}5i^*fcli 
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^T'WSr/Bv vr, fch VEGF Flt-l SrittBja^ffi^lB^LfcJNBliaSr^fcS^Wl- 

63. fg^<7)f£iai~17 > 22—29, 34—56 <OV^i*n*»l^t-Sa*t$-h/yS:6tfr*^»i 
^^K^rffl^T, th VEGF tth VEGF ^:^ffc Flt-l ^M^Pl*i-5^"?!feo 

64. |#^co^|Sl~17 > 22-29, 34-56 <D\,^nfaimzfcm£tl1tft#itfzn 
^^KSrfflv^, fch VEGF S^ffc Flt-l »figS: t t a ftii"S^&o 

65. f&3fc<Z>f£|Sl~17, 22—29, 34—56 OV>-f tbi>l^t^8B«$ixfc0i#:*fcH 

66. ft 15181 — 17, 22—29, 34—56 <D\t^fr1)*l&\Z.ffcm£tl1ZtfLftitfZtt 

67. ft^COliSffll — 17, 22—29, 34— 56 CQV^tl^l If l-fB^£;ftfc^ tiffed: 

mm. 

68. fi5fctf>f5ISl~ 17, 22 —29, 34 —56 <D\/^T tb^^l^^lB^tLfcta^^f* 
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SEQUENCE LISTING 
<110> KYOWA HAKKO KOGYO CO., LTD 



PCT/JP99/02661 



<120> Recombinant antibody 

<130> 11141W0 

<140> 
<141> 

<150> H10-139000 
<151> 1998-05-20 

<160> 96 

<170> Patentln Ver. 2.0 

<210> 1 
<211> 415 
<212> DNA 
<213> Mus musculus 

<220> 
<223> 

<220> 
<221> CDS 
<222> (1)..(414) 

<400> 1 

atg gaa tgg aac tgg gtc gtt etc ttc 
Met Glu Trp Asn Trp Val Val Leu Phe 
-19 -15 
gtc tat gec cag ggt cag atg cag cag 
Val Tyr Ala Gin Gly Gin Met Gin Gin 



etc ctg tea tta act gca ggt 48 
Leu Leu Ser Leu Thr Ala Gly 
-10 -5 
tct gga get gag ctg gtg aag 96 
Ser Gly Ala Glu Leu Val Lys 
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-1 1 

cct ggg get tea gtg 
Pro Gly Ala Ser Val 
15 

agt agt aac tat ata 
Ser Ser Asn Tyr He 
30 

gag tgg att get tgg 
Glu Trp He Ala Trp 

50 

cag aag ttc aca gee 
Gin Lys Phe Thr Ala 

65 

aca gee tac atg cag 
Thr Ala Tyr Met Gin 

80 

tat tac tgt gca cga 
Tyr Tyr Cys Ala Arg 
95 

ggc caa ggg act ctg 
Gly Gin Gly Thr Leu 
110 

<210> 2 

<211> 385 

<212> DNA 

<213> Mus musculus 

<220> 
<223> 



5 

aag ctg tec tgc aag cct 
Lys Leu Ser Cys Lys Pro 
20 

agt tgg ttg aag cag aag 
Ser Trp Leu Lys Gin Lys 
35 40 
att tat get gga act ggt 
He Tyr Ala Gly Thr Gly 

55 

aag gec cac gtg act gta 
Lys Ala His Val Thr Val 

70 

ttg agt age ctg aca act 
Leu Ser Ser Leu Thr Thr 

85 

cac ggg ggg gac ggc tac 
His Gly Gly Asp Gly Tyr 
100 

gtc act gtc tct gca g 
Val Thr Val Ser Ala 
115 119 



10 

tct ggc ttc acc ttc 144 
Ser Gly Phe Thr Phe 
25 

cct gga cag agt ctt 192 
Pro Gly Gin Ser Leu 

45 

gat gec age tat aat 240 
Asp Ala Ser Tyr Asn 

60 

gac aca tec tec age 288 
Asp Thr Ser Ser Ser 

75 

gag gac tct gec ate 336 
Glu Asp Ser Ala He 
90 

tgg ttt get tac tgg 384 
Trp Phe Ala Tyr Trp 
105 

415 
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<220> 
<221> CDS 
<222> (1)..(384) 
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<400> 2 

atg gat ttt caa gtg cag att ttc age ttc ctg eta ate agt gee tea 48 
Met Asp Phe Gin Val Gin He Phe Ser Phe Leu Leu He Ser Ala Ser 
-22 -20 -15 -10 

gtc ata ata tec aga gga caa ctt gtt etc acc cag tct cca gca ate 96 
Val He He Ser Arg Gly Gin Leu Val Leu Thr Gin Ser Pro Ala He 

-5 -11 5 10 

atg tct gca tct caa ggg gag aag gtc acc atg acc tgc agt gee age 144 
Met Ser Ala Ser Gin Gly Glu Lys Val Thr Met Thr Cys Ser Ala Ser 

15 20 25 

tea agt gtc agt tac atg cac tgg tac cag cag aag tea ggc acc tec 192 
Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Ser Gly Thr Ser 

30 35 40 

ccc aaa aga tgg att tat gac aca tec aaa ctg cct tct ggt gtc cct 240 
Pro Lys Arg Trp He Tyr Asp Thr Ser Lys Leu Pro Ser Gly Val Pro 

45 50 55 

get cgc ttc agt ggc agt ggg tct ggg acc tct tac tct etc aca ate 288 
Ala Arg Phe Ser Gly Ser Gly Ser Gly Thr Ser Tyr Ser Leu Thr He 

60 65 70 

age age atg gag get gaa gat get gee act tat tat tgc cag cag tgg 336 
Ser Ser Met Glu Ala Glu Asp Ala Ala Thr Tyr Tyr Cys Gin Gin Trp 
75 80 85 90 

agt agt aac cca ccc acg ttc ggt get ggg acc aag ctg gaa ctg aaa 384 
Ser Ser Asn Pro Pro Thr Phe Gly Ala Gly Thr Lys Leu Glu Leu Lys 

95 100 105 106 

c 385 
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<210> 3 
<211> 409 
<212> DNA 
<213> Mus musculus 

<220> 
<223> 

<220> 
<221> CDS 
<222> (1)..(408) 

<400> 3 

atg gga ttc age agg ate ttt etc ttc etc ctg tea gtg act aca ggt 48 
Met Gly Phe Ser Arg He Phe Leu Phe Leu Leu Ser Val Thr Thr Gly 
-19 -15 -10 -5 

gtc cac tec cag get ttt eta cag cag tct ggg get gag ctg gtg agg 96 
Val His Ser Gin Ala Phe Leu Gin Gin Ser Gly Ala Glu Leu Val Arg 

-11 5 10 

cct ggg gee tea gtg aag atg tec tgc aag get tct ggc tac aca ttt 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

15 20 25 

ate aat tac aat atg cac tgg gta aag cag aca cct aga cag ggc ctg 192 
He Asn Tyr Asn Met His Trp Val Lys Gin Thr Pro Arg Gin Gly Leu 
30 35 40 45 

gaa tgg att gga get att ttt cca gga aat ggt ttt act tec tac aat 240 
Glu Trp He Gly Ala He Phe Pro Gly Asn Gly Phe Thr Ser Tyr Asn 

50 55 60 

cag aag ttc aag ggc aag gee aca ctg act gta gac aaa tec tec age 288 
Gin Lys Phe Lys Gly Lys Ala Thr Leu Thr Val Asp Lys Ser Ser Ser 

65 70 75 
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aca gtc tac atg cag etc cgc age ctg 
Thr Val Tyr Met Gin Leu Arg Ser Leu 

80 85 
tat ttc tgt gca aga gat ggt gac tat 
Tyr Phe Cys Ala Arg Asp Gly Asp Tyr 

95 100 
ggc ace act etc aca gtc tec tea g 
Gly Thr Thr Leu Thr Val Ser Ser 
110 115 117 



aca tct gaa gac tct gcg gtc 336 
Thr Ser Glu Asp Ser Ala Val 

90 

tac ttt gac tac tgg ggc caa 384 
Tyr Phe Asp Tyr Trp Gly Gin 
105 

409 



<210> 4 
<211> 379 
<212> DNA 

<213> Mus musculus 

<220> 
<223> 

<220> 
<221> CDS 
<222> (1)..(378) 

<400> 4 

atg gat ttt cag gtg cag att ttc 

Met Asp Phe Gin Val Gin He Phe 

-22 -20 -15 

gtc ata atg tec aga gga caa att 

Val He Met Ser Arg Gly Gin He 

-5 -1 1 

atg tct gca tct eta ggg gag gag 

Met Ser Ala Ser Leu Gly Glu Glu 

15 



age ttc ctg eta ate agt gee tea 48 

Ser Phe Leu Leu He Ser Ala Ser 

-10 

gtt etc acc cag teg cca gca ate 96 

Val Leu Thr Gin Ser Pro Ala He 

5 10 

ate acc eta acc tgc agt gee age 144 

He Thr Leu Thr Cys Ser Ala Ser 
20 25 
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teg agt gta agt tac atg cac tgg tac cag cag aag tea ggc act tct 192 
Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Ser Gly Thr Ser 

30 35 40 

ccc aaa etc ttg att tat aga aca tec aac ctg get tct gga gtc cct 240 
Pro Lys Leu Leu He Tyr Arg Thr Ser Asn Leu Ala Ser Gly Val Pro 

45 50 55 

ttt cgc ttc agt ggc agt ggg tct ggg acc ttt tat tct etc aca ate 288 
Phe Arg Phe Ser Gly Ser Gly Ser Gly Thr Phe Tyr Ser Leu Thr lie 

60 65 70 

age agt gtg gag get gaa gat get gee gat tat tac tgc cat cag tgg 336 
Ser Ser Val Glu Ala Glu Asp Ala Ala Asp Tyr Tyr Cys His Gin Trp 
75 80 85 90 

agt atg tac acg ttc gga ggg ggg acc aag ctg gaa ata aaa c 379 
Ser Met Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 

95 100 104 

<210> 5 

<211> 5 

<212> PRT 

<2 1 3 > Mus musculus 

<220> 
<223> 

<400> 5 

Ser Asn Tyr He Ser 
1 5 

<210> 6 
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<211> 17 

<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 6 

Trp lie Tyr Ala Gly Thr Gly Asp Ala Ser Tyr Asn Gin Lys Phe Thr 

15 10 15 

Ala 
17 

<210> 7 

<211> 10 

<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 7 

His Gly Gly Asp Gly Tyr Trp Phe Ala Tyr 
1 5 10 

<210> 8 
<2 1 1 > 10 
<212> PRT 
<213> Mus musculus 
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<220> 
<223> 

<400> 8 

Ser Ala Ser Ser Ser Val Ser Tyr Met His 
1 5 10 

<210> 9 

<211> 7 

<212> PRT 

<2 1 3 > Mus musculus 

<220> 
<223> 

<400> 9 

Asp Thr Ser Lys Leu Pro Ser 
1 5 7 

<210> 10 

<211> 9 

<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 10 
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Gin Gin Trp Ser Ser Asn Pro Pro Thr 
1 5 9 

<210> 11 

<211> 5 

<212> PRT 

<2 1 3 > Mus musculus 

<220> 
<223> 

<400> 11 

Asn Tyr Asn Met His 
1 5 

<210> 12 

<211> 17 

<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 12 

Ala He Phe Pro Gly Asn Gly Phe Thr Ser Tyr Asn Gin Lys Phe Lys 

15 10 15 

Gly 
17 
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<210> 13 

<211> 8 

<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 13 

Asp Gly Asp Tyr Tyr Phe Asp Tyr 
1 5 8 

<210> 14 
<211> 10 
<212> PRT 
<213> Mus musculus 

<220> 
<223> 

<400> 14 

Ser Ala Ser Ser Ser Val Ser Tyr Met His 
1 5 10 

<210> 15 
<211> 7 
<212> PRT 
<213> Mus musculus 
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<220> 

<223> 
<400> 15 

Arg Thr Ser Asn Leu Ala Ser 
1 5 7 

<210> 16 

<211> 7 

<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 16 

His Gin Trp Ser Met Tyr Thr 
1 5 7 

<210> 17 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 17 

gccaagggac tctggtcact gtctctgcag cctccaccaa gggcc 45 

11/53 



WO 99/60025 

<210> 18 
<211> 41 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial 
<400> 18 

cttggtggag gctgcagaga cagtgaccag 

<210> 19 
<211> 69 
<212> DNA 

<2 13 > Artificial Sequence 
<220> 

<223> Description of Artificial 
<400> 19 

cttattattg ccagcagtgg agtagtaacc 
aactgaaac 

<210> 20 

<211> 74 

<212> DNA 

<213> Artificial Sequence 
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Sequence: Synthetic DNA 
agtcccttgg c 41 



Sequence: Synthetic DNA 



cacccacgtt cggtgctggg accaagctgg 60 

69 
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<220> 

<223> Description of Artificial 
<400> 20 

gtacgtttca gttccagctt ggtcccagca 
tggcaataat aagt 

<210> 21 
<2 1 1 > 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial 
<400> 21 

tcagcctcca ccaagggcc 

<210> 22 
<211> 11 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial 

<400> 22 
cttggtggag g 



Sequence: Synthetic DNA 



ccgaacgtgg gtgggttact actccactgc 60 

74 



Sequence: Synthetic DNA 



19 



Sequence: Synthetic DNA 



11 
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<210> 22 
<211> 33 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 23 

cgttcggagg ggggaccaag ctggaaataa aac 33 

<210> 24 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 24 

gtacgtttta tttccagctt ggtcccccct ccgaa 35 

<210> 25 
<2ll> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
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<400> 25 

caggaaacag ctatgacgcg gccgccacca tggaatggaa ctgggtcgtt ctcttcctcc 60 
tgtcattaac tgcaggtgtc tatgcccagg tgca 94 

<210> 26 
<211> 95 
<212> DNA 

<2 1 3 > Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 26 

gtgtatccag aagccttgca ggagaccttc actgaggcgc caggcttctt cacctcagcc 60 
ccagactgca ccagctgcac ctgggcatag acacc 95 

<210> 27 
<211> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 27 

tgcaaggctt ctggatacac cttcagcagt aactatataa gttgggtgcg acaggcccct 60 
ggacaagggc ttgagtggat gggatggatt tatg 94 
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<210> 28 
<211> 101 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 28 

aggctgtgct cgtggatgtg tcgacggtaa tggtgactct ggctgtgaac ttctgattat 60 
agctggcatc accagttcca gcataaatcc atcccatcca c 101 

<210> 29 
<211> 100 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 29 

cacatccacg agcacagcct acatggagct gagcagcctg agatctgagg acacggccgt 60 
gtattactgt gcgagacacg ggggggacgg ctactggttt 100 

<210> 30 

<211> 93 

<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: Synthetic DNA 



<400> 30 

gttttcccag tcacgacggg cccttggtgg aggctgagga gacggtgacc agggttccct 60 
ggccccagta agcaaaccag tagccgtccc ccc 93 

<210> 31 
<211> 421 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 
<221> CDS 
<222> (1)..(420) 

<400> 31 

atg gaa tgg aac tgg gtc gtt etc ttc etc ctg tea tta act gca ggt 48 
Met Glu Trp Asn Trp Val Val Leu Phe Leu Leu Ser Leu Thr Ala Gly 
-19 -15 -10 -5 

gtc tat gec cag gtg cag ctg gtg cag tct ggg get gag gtg aag aag 96 
Val Tyr Ala Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Lys Lys 

-11 5 10 

cct ggc gec tea gtg aag gtc tec tgc aag get tct gga tac acc ttc 144 
Pro Gly Ala Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

15 20 25 

age agt aac tat ata agt tgg gtg cga cag gec cct gga caa ggg ctt 192 
Ser Ser Asn Tyr He Ser Trp Val Arg Gin Ala Pro Gly Gin Gly Leu 
30 35 40 45 
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gag tgg atg gga tgg att tat get gga act ggt gat gec age tat aat 240 

Glu Trp Met Gly Trp He Tyr Ala Gly Thr Gly Asp Ala Ser Tyr Asn 

50 55 60 

cag aag ttc aca gee aga gtc acc att acc gtc gac aca tec acg age 288 

Gin Lys Phe Thr Ala Arg Val Thr He Thr Val Asp Thr Ser Thr Ser 

65 70 75 

aca gee tac atg gag ctg age age ctg aga tct gag gac acg gee gtg 336 

Thr Ala Tyr Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val 

80 85 90 

tat tac tgt gcg aga cac ggg ggg gac ggc tac tgg ttt get tac tgg 384 

Tyr Tyr Cys Ala Arg His Gly Gly Asp Gly Tyr Trp Phe Ala Tyr Trp 

95 100 105 

ggc cag gga acc ctg gtc acc gtc tec tea g 415 

Gly Gin Gly Thr Leu Val Thr Val Ser Ser 

110 115 

<210> 32 
<211> 96 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 32 

caggaaacag etatgacgeg gccgccacca tgggattcag caggatcttt ctcttcctcc 60 
tgtcagtgac tacaggtgtc cactcccagg tgeage 96 

<210> 33 
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<2 1 1 > 94 
<212> DNA 

< 2 1 3 > Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 33 

ggtgtatcca gaagccttgc aggagacctt cactgaggcc ccaggcttct tcacctcagc 60 
tccggactgc accagctgca cctgggagtg gaca 94 

<210> 34 
<211> 90 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 34 

gcaaggcttc tggatacacc ttcattaatt acaatatgca ctgggtgcga caggcccctg 60 
gacaagggct tgagtggatg ggagctattt 90 

<210> 35 
<211> 90 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial 



Sequence: Synthetic DNA 
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<400> 35 

tgtgctcgtg gacttgtcga cggtaatggt gactctgccc ttgaacttct gattgtagga 60 
agtaaaacca tttcctggaa aaatagctcc 90 

<210> 36 
<211> 95 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 36 

tcgacaagtc cacgagcaca gcctacatgg agctgagcag cctgagatct gaggacacgg 60 
ccgtgtatta ctgtgcgaga gatggtgact attac 95 

<210> 37 
<2ll> 96 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 37 

gttttcccag tcacgacggg cccttggtgg aggctgagga gacggtgacc agggttccct 60 
ggccccagta gtcaaagtaa tagtcaccat ctctcg 96 

<210> 38 
<211> 409 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 
<221> CDS 
<222> (1)..(408) 

<400> 38 

atg gga ttc age agg ate ttt etc ttc etc ctg tea gtg act aca ggt 48 
Met Gly Phe Ser Arg He Phe Leu Phe Leu Leu Ser Val Thr Thr Gly 
-19 -15 -10 -5 

gtc cac tec cag gtg cag ctg gtg cag tec gga get gag gtg aag aag 96 
Val His Ser Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Lys Lys 

-11 5 10 

cct ggg gec tea gtg aag gtc tec tgc aag get tct gga tac ace ttc 144 
Pro Gly Ala Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

15 20 25 

att aat tac aat atg cac tgg gtg cga cag gec cct gga caa ggg ctt 192 
He Asn Tyr Asn Met His Trp Val Arg Gin Ala Pro Gly Gin Gly Leu 
30 35 40 45 

gag tgg atg gga get att ttt cca gga aat ggt ttt act tec tac aat 240 
Glu Trp Met Gly Ala He Phe Pro Gly Asn Gly Phe Thr Ser Tyr Asn 

50 55 60 

cag aag ttc aag ggc aga gtc acc att acc gtc gac aag tec acg age 288 
Gin Lys Phe Lys Gly Arg Val Thr He Thr Val Asp Lys Ser Thr Ser 

65 70 75 

aca gec tac atg gag ctg age age ctg aga tct gag gac acg gec gtg 336 
Thr Ala Tyr Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val 

80 85 90 

tat tac tgt gcg aga gat ggt gac tat tac ttt gac tac tgg ggc cag 384 
Tyr Tyr Cys Ala Arg Asp Gly Asp Tyr Tyr Phe Asp Tyr Trp Gly Gin 

95 100 105 

gga acc ctg gtc acc gtc tec tea g 409 
Gly Thr Leu Val Thr Val Ser Ser 
110 115 117 
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<210> 39 

<211> 87 

<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 39 

caggaaacag ctatgacgaa ttccaccatg gattttcaag tgcagatttt cagcttcctg 60 
ctaatcagtg cctcagtcat aatatcc 87 

<210> 40 
<211> 93 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 40 

aagtgatggt gactctgtct cctacagatg cagacaggga ggatggagac tgggtcatct 60 
ggatatctcc tctggatatt atgactgagg cac 93 

<210> 41 
<211> 85 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial 
<400> 41 

agacagagtc accatcactt gtagtgctag 
gcagaaacca gggaaagccc ctaag 

<210> 42 
<2U> 84 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial 
<400> 42 

atccactgcc gctgaacctt gatgggaccc 
gaagcttagg ggctttccct ggtt 

<210> 43 
<211> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial 
<400> 43 



Sequence: Synthetic DNA 



ctcaagtgtc agttacatgc actggtatca 60 

85 



Sequence: Synthetic DNA 



cagaaggcag tttggatgtg tcatagatca 60 

84 



Sequence: Synthetic DNA 
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aaggttcagc ggcagtggat ctgggacaga tttcactctc accatcagca gcctgcagcc 60 
tgaagatttt gcaacttatt actgtcagca gtgg 94 

<210> 44 
<211> 91 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 44 

gttttcccag tcacgaccgt acgtttgatc tctaccttgg tcccttggcc gaacgtgggt 60 
gggttactac tccactgctg acagtaataa g 91 

<210> 45 
<211> 385 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 
<221> CDS 
<222> (1)..(384) 

<400> 45 

atg gat ttt caa gtg cag att ttc age ttc ctg eta ate agt gec tea 48 

Met Asp Phe Gin Val Gin He Phe Ser Phe Leu Leu He Ser Ala Ser 

-22 -20 -15 -10 
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gtc ata ata tec aga 
Val He He Ser Arg 
-5 

ctg tct gca tct gta 
Leu Ser Ala Ser Val 

15 

tea agt gtc agt tac 
Ser Ser Val Ser Tyr 

30 

cct aag ctt ctg ate 
Pro Lys Leu Leu He 

45 

tea agg ttc age ggc 
Ser Arg Phe Ser Gly 
60 

age age ctg cag cct 
Ser Ser Leu Gin Pro 
75 

agt agt aac cca ccc 
Ser Ser Asn Pro Pro 

95 

c 



gga gat ate cag atg ace 
Gly Asp He Gin Met Thr 
-1 1 5 
gga gac aga gtc acc ate 
Gly Asp Arg Val Thr He 

20 

atg cac tgg tat cag cag 
Met His Trp Tyr Gin Gin 

35 

tat gac aca tec aaa ctg 
Tyr Asp Thr Ser Lys Leu 

50 

agt gga tct ggg aca gat 
Ser Gly Ser Gly Thr Asp 
65 

gaa gat ttt gca act tat 
Glu Asp Phe Ala Thr Tyr 
80 85 
acg ttc ggc caa ggg acc 
Thr Phe Gly Gin Gly Thr 

100 



cag tct cca tec tec 96 
Gin Ser Pro Ser Ser 

10 

act tgt agt get age 144 
Thr Cys Ser Ala Ser 

25 

aaa cca ggg aaa gec 192 
Lys Pro Gly Lys Ala 

40 

cct tct ggg gtc cca 240 
Pro Ser Gly Val Pro 
55 

ttc act etc acc ate 288 
Phe Thr Leu Thr He 
70 

tac tgt cag cag tgg 336 
Tyr Cys Gin Gin Trp 

90 

aag gta gag ate aaa 384 
Lys Val Glu He Lys 

105 106 

385 



<210> 46 
<211> 84 
<212> DNA 

<213> Artificial Sequence 



<220> 
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<223> Description of Artificial Sequence: Synthetic DNA 
<400> 46 

caggaaacag ctatgacgaa ttccaccatg gattttcagg tgcagatttt cagcttcctg 60 
ctaatcagtg cctcagtcat aatg 84 

<210> 47 
<211> 96 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 47 

agttgatggt ggccctctcg cccagagaca cagccaggga gtctggagac tgggtcatca 60 
cgatgtctcc tctggacatt atgactgagg cactga 96 

<210> 48 
<211> 85 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 48 

cgagagggcc accatcaact gcagtgccag ctcgagtgta agttacatgc actggtacca 60 
gcagaaacca ggacagcctc ctaag 85 

<210> 49 
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<21 1 > 87 
<212> DNA 

<2 1 3 > Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 49 

cagacccgct gccactgaat cggtcaggga ccccagaagc caggttggat gttctgtaaa 60 
tgagcagctt aggaggctgt cctggtt 87 

<210> 50 
<211> 86 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 50 

attcagtggc agcgggtctg ggacagattt cactctcacc atcagcagcc tgcaggctga 60 
agacgtcgca gtttattact gtcatc 86 

<210> 51 
<211> 90 
<212> DNA 

<2 1 3 > Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
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<400> 51 

gttttcccag tcacgaccgt acgtttgatc tccaccttgg tcccttggcc gaacgtgtac 60 
atactccact gatgacagta ataaactgcg 90 

<210> 52 
<211> 379 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 
<221> CDS 
<222> (1). .(378) 

<400> 52 

atg gat ttt cag gtg cag att ttc age ttc ctg eta ate agt gec tea 48 

Met Asp Phe Gin Val Gin He Phe Ser Phe Leu Leu He Ser Ala Ser 
-22 -20 -15 -10 

gtc ata atg tec aga gga gac ate gtg atg acc cag tct cca gac tec 96 

Val He Met Ser Arg Gly Asp He Val Met Thr Gin Ser Pro Asp Ser 

-5 -11 5 10 

ctg get gtg tct ctg ggc gag agg gec acc ate aac tgc agt gec age 144 

Leu Ala Val Ser Leu Gly Glu Arg Ala Thr He Asn Cys Ser Ala Ser 

15 20 25 

teg agt gta agt tac atg cac tgg tac cag cag aaa cca gga cag cct 192 

Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Pro Gly Gin Pro 

30 35 40 

cct aag ctg etc att tac aga aca tec aac ctg get tct ggg gtc cct 240 

Pro Lys Leu Leu He Tyr Arg Thr Ser Asn Leu Ala Ser Gly Val Pro 

45 50 55 

gac cga ttc agt ggc age ggg tct ggg aca gat ttc act etc acc ate 288 

Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr lie 

60 65 70 

age age ctg cag get gaa gac gtc gca gtt tat tac tgt cat cag tgg 336 

Ser Ser Leu Gin Ala Glu Asp Val Ala Val Tyr Tyr Cys His Gin Trp 
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75 



80 



85 



90 



agt atg tac acg ttc ggc caa ggg acc aag gtg gag ate aaa c 
Ser Met Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 

95 100 104 



379 



<210> 53 
<211> 23 
<212> DNA 

<2 1 3 > Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 53 

cgacaaacca atataatcta age 23 

<210> 54 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 



<400> 



54 



ggcegcttag attatattgg tttgt 



25 



<210> 55 



<211> 21 



<212> DNA 



29/53 



WO 99/60025 



PCT/JP99/02661 



<213> Artificial Sequence 



<220> 



<223> Description of Artificial Sequence: Synthetic DNA 



<400> 55 



ggaatctaca tttgcatagc t 



21 



<210> 56 
<211> 33 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 56 

ttatgcggcc gcttatcctt gaacagtgag gta 33 

<210> 57 
<211> 8 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 



<400> 57 



ctctagag 



8 
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<210> 58 
<211> 60 
<212> DNA 

<2 1 3 > Artificial Sequence 
<220> 

<223> Description of Artificial 
<400> 58 

cagtgttctt ggctgtgcaa aaagtggagg 
<210> 59 
<211> 67 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial 
<400> 59 

gatcctacgt aggcaccttc tattatgaaa 
ctgcatg 

<210> 60 

<211> 18 

<212> DNA 

<213> Artificial Sequence 



Sequence: Synthetic DNA 

catttttcat aatagaaggt gcctacgtag 60 



Sequence: Synthetic DNA 

aatgcctcca cttttgcaca gccaagaaca 60 

67 



<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
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<400> 60 

GTATAATGAG CGGCCGCG 18 

<210> 61 

<2 1 1 > 22 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<400> 61 

gatccgcggc cgctcattat ac 22 

<210> 62 
<211> 56 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 62 

gaaggaaaca gaaggcgcca tctatatatt tattcgaggt accaatacaa tcatag 56 

<210> 63 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial 
<400> 63 

aaactgactt ggccggcgcc atttatgtct 

<210> 64 

<211> 30 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial 

<400> 64 

cataaatcct ataggtacca acgacaacta 

<210> 65 
<211> 87 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial 
<400> 65 

caggaaacag ctatgacgaa ttccaccatg 
ctaatcagtg cctcagtcat aatatcc 



Sequence: Synthetic DNA 



30 



Sequence: Synthetic DNA 



30 



Sequence: Synthetic DNA 



gattttcaag tgcagatttt cagcttcctg 60 

87 
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<210> 66 
<211> 93 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 66 

aagtgatggt gactctgtct cctacagatg cagacaggga ggatggagac tgggtcatct 60 
ggatatctcc tctggatatt atgactgagg cac 93 

<210> 67 
<211> 85 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 67 

agacagagtc accatcactt gtagtgccag ctcgagtgta agttacatgc actggtatca 60 
gcagaaacca gggaaagccc ctaag 85 

<210> 68 
<211> 84 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Description of Artificial Sequence: Synthetic DNA 
<400> 68 

atccactgcc gctgaacctt gatgggaccc cagaagccag gttggatgtt ctatagatca 60 
gaagcttagg ggctttccct ggtt 84 

<210> 69 
<211> 94 
<212> DNA 

<2 1 3 > Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 69 

aaggttcagc ggcagtggat ctgggacaga tttcactctc accatcagca gcctgcagcc 60 
tgaagatttt gcaacttatt actgtcatca gtgg 94 

<210> 70 
<211> 85 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 70 

gttttcccag tcacgaccgt acgtttgatc tctaccttgg tcccttggcc gaacgtgtac 60 
atactccact gatgacagta ataag 85 

<210> 71 
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<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 
<221> CDS 
<222> (1)..(378) 

<400> 71 

atg gat ttt caa gtg cag att ttc age ttc ctg eta ate agt gec tea 48 
Met Asp Phe Gin Val Gin He Phe Ser Phe Leu Leu He Ser Ala Ser 
-22 -20 -15 -10 

gtc ata ata tec aga gga gat ate cag atg acc cag tct cca tec tec 96 
Val He He Ser Arg Gly Asp He Gin Met Thr Gin Ser Pro Ser Ser 
-5 -11 5 10 

ctg tct gca tct gta gga gac aga gtc acc ate act tgt agt gec age 144 
Leu Ser Ala Ser Val Gly Asp Arg Val Thr He Thr Cys Ser Ala Ser 

15 20 25 

teg agt gta agt tac atg cac tgg tat cag cag aaa cca ggg aaa gec 192 
Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Pro Gly Lys Ala 

30 35 40 

cct aag ctt ctg ate tat aga aca tec aac ctg get tct ggg gtc cca 240 
Pro Lys Leu Leu He Tyr Arg Thr Ser Asn Leu Ala Ser Gly Val Pro 

45 50 55 

tea agg ttc age ggc agt gga tct ggg aca gat ttc act etc acc ate 288 
Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr He 

60 35 70 

age age ctg cag cct gaa gat ttt gca act tat tac tgt cat cag tgg 336 
Ser Ser Leu Gin Pro Glu Asp Phe Ala Thr Tyr Tyr Cys His Gin Trp 
75 80 85 90 

agt atg tac acg ttc ggc caa ggg acc aag gta gag ate aaa c 379 
Ser Met Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 

95 100 104 

<210> 72 
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<211> 80 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 72 

caggaaacag ctatgactcc ggagctgagg tgaagaagcc tggggcctca gtgaaggtct 60 
cctgcaaggc ttctggatac 80 

<210> 73 
<211> 80 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 73 

ccactcaagc ccttgtccag gggcctgtcg cacccagtgc atattgtaat taatgaaggt 60 
gtatccagaa gccttgcagg 80 

<210> 74 
<2 1 1 > 81 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
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<400> 74 

ctggacaagg gcttgagtgg atgggagcta 
atcagaagtt caagggcaga g 

<210> 75 
<211> 79 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial 
<400> 75 

tctcaggctg cgcagctgca tgtaggctgt 
tctgcccttg aacttctga 

<210> 76 
<211> 83 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial 
<400> 76 

tgcagctgcg cagcctgaga tctgaggaca 
actattactt tgactactgg ggc 

<210> 77 
<211> 81 



tttttccagg aaatggtttt acttcctaca 60 

81 



Sequence: Synthetic DNA 



gctcgtggac ttgtcgacgg taatggtgac 60 

79 



Sequence: Synthetic DNA 



cggccgtgta tttctgtgcg agagatggtg 60 

83 
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<212> DNA 

<2 1 3 > Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 77 

gttttcccag tcacgacggg cccttggtgg aggctgagga gacggtgacc agggttccct 60 
ggccccagta gtcaaagtaa t 81 

<210> 78 
<211> 409 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 
<221> CDS 
<222> (1)..(408) 

<400> 78 

atg gga ttc age agg ate ttt etc ttc etc ctg tea gtg act aca ggt 48 
Met Gly Phe Ser Arg He Phe Leu Phe Leu Leu Ser Val Thr Thr Gly 
-19 -15 -10 -5 

gtc cac tec cag gtg cag ctg gtg cag tec gga get gag gtg aag aag 96 
Val His Ser Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Lys Lys 

-11 5 10 

cct ggg gec tea gtg aag gtc tec tgc aag get tct gga tac acc ttc 144 
Pro Gly Ala Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

15 20 25 

att aat tac aat atg cac tgg gtg cga cag gee cct gga caa ggg ctt 192 
He Asn Tyr Asn Met His Trp Val Arg Gin Ala Pro Gly Gin Gly Leu 
30 35 40 45 

gag tgg atg gga get att ttt cca gga aat ggt ttt act tec tac aat 240 
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Glu Trp Met Gly Ala He Phe Pro Gly Asn Gly Phe Thr Ser Tyr Asn 

50 55 60 

cag aag ttc aag ggc aga gtc acc att acc gtc gac aag tec acg age 288 

Gin Lys Phe Lys Gly Arg Val Thr He Thr Val Asp Lys Ser Thr Ser 

65 70 75 

aca gec tac atg cag ctg cgc age ctg aga tct gag gac acg gec gtg 336 

Thr Ala Tyr Met Gin Leu Arg Ser Leu Arg Ser Glu Asp Thr Ala Val 

80 85 90 

tat ttc tgt gcg aga gat ggt gac tat tac ttt gac tac tgg ggc cag 384 

Tyr Phe Cys Ala Arg Asp Gly Asp Tyr Tyr Phe Asp Tyr Trp Gly Gin 

95 100 105 

gga acc ctg gtc acc gtc tec tea g 409 

Gly Thr Leu Val Thr Val Ser Ser 

110 115 117 

<210> 79 
<211> 87 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 79 

caggaaacag ctatgacgaa ttccaccatg gattttcaag tgcagatttt cagcttcctg 60 
ctaatcagtg cctcagtcat aatatcc 87 

<210> 80 
<211> 93 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Description of Artificial Sequence: Synthetic DNA 
<400> 80 

aagtgatggt gacctcctct cctacagatg cagacaggga ggatggagac tgggtcatct 60 
ggatatctcc tctggatatt atgactgagg cac 93 

<210> 81 
<211> 85 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 81 

agaggaggtc accatcactt gtagtgccag ctcgagtgta agttacatgc actggtatca 60 
gcagaaacca gggaaagccc ctaag 85 

<210> 82 
<211> 84 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 82 

atccactgcc gctgaacctt gatgggaccc cagaagccag gttggatgtt ctatagatca 60 
gaagcttagg ggctttccct ggtt 84 

<210> 83 
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<2U> 94 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 83 

aaggttcagc ggcagtggat ctgggacatt ttatactctc accatcagca gcctgcagcc 60 
tgaagatttt gcaacttatt actgtcatca gtgg 94 

<210> 84 
<211> 85 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 84 

gttttcccag tcacgaccgt acgtttgatc tctaccttgg tcccttggcc gaacgtgtac 60 
atactccact gatgacagta ataag 85 

<210> 85 
<211> 379 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<220> 
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<221> CDS 

<222> (1)..(378) 

<400> 85 

atg gat ttt caa gtg cag att ttc age ttc ctg eta ate agt gee tea 48 
Met Asp Phe Gin Val Gin He Phe Ser Phe Leu Leu He Ser Ala Ser 
-22 -20 -15 -10 

gtc ata ata tec aga gga gat ate cag atg ace cag tct cca tec tec 96 
Val He He Ser Arg Gly Asp He Gin Met Thr Gin Ser Pro Ser Ser 
-5 -11 5 10 

ctg tct gca tct gta gga gag gag gtc acc ate act tgt agt gec age 144 
Leu Ser Ala Ser Val Gly Glu Glu Val Thr He Thr Cys Ser Ala Ser 

15 20 25 

teg agt gta agt tac atg cac tgg tat cag cag aaa cca ggg aaa gee 192 
Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Pro Gly Lys Ala 

30 35 40 

cct aag ctt ctg ate tat aga aca tec aac ctg get tct ggg gtc cca 240 
Pro Lys Leu Leu He Tyr Arg Thr Ser Asn Leu Ala Ser Gly Val Pro 

45 50 55 

tea agg ttc age ggc agt gga tct ggg aca ttt tat act etc acc ate 288 
Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Phe Tyr Thr Leu Thr He 

60 65 70 

age age ctg cag cct gaa gat ttt gca act tat tac tgt cat cag tgg 336 
Ser Ser Leu Gin Pro Glu Asp Phe Ala Thr Tyr Tyr Cys His Gin Trp 
75 80 85 90 

agt atg tac acg ttc ggc caa ggg acc aag gta gag ate aaa c 379 
Ser Met Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 

95 100 

<210> 86 
<211> 138 
<212> PRT 
<213> Mus musculus 

<220> 
<223> 
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<400> 86 

Met Glu Trp Asn Trp Val Val Leu Phe Leu Leu Ser Leu Thr Ala Gly 

-19 -15 -10 -5 

Val Tyr Ala Gin Gly Gin Met Gin Gin Ser Gly Ala Glu Leu Val Lys 

-11 5 10 

Pro Gly Ala Ser Val Lys Leu Ser Cys Lys Pro Ser Gly Phe Thr Phe 

15 20 25 

Ser Ser Asn Tyr He Ser Trp Leu Lys Gin Lys Pro Gly Gin Ser Leu 
30 35 40 45 

Glu Trp He Ala Trp He Tyr Ala Gly Thr Gly Asp Ala Ser Tyr Asn 

50 55 60 

Gin Lys Phe Thr Ala Lys Ala His Val Thr Val Asp Thr Ser Ser Ser 

65 70 75 

Thr Ala Tyr Met Gin Leu Ser Ser Leu Thr Thr Glu Asp Ser Ala He 

80 85 90 

Tyr Tyr Cys Ala Arg His Gly Gly Asp Gly Tyr Trp Phe Ala Tyr Trp 

95 100 105 

Gly Gin Gly Thr Leu Val Thr Val Ser Ala 
110 115 119 

<210> 87 

<211> 128 

<212> PRT 

<2 1 3 > Mus musculus 

<220> 
<223> 
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<400> 87 

Met Asp Phe Gin Val Gin He Phe Ser Phe Leu Leu He Ser Ala Ser 

-22 -20 -15 -10 
Val lie He Ser Arg Gly Gin Leu Val Leu Thr Gin Ser Pro Ala He 

-5 -11 5 10 
Met Ser Ala Ser Gin Gly Glu Lys Val Thr Met Thr Cys Ser Ala Ser 

15 20 25 

Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Ser Gly Thr Ser 

30 35 40 

Pro Lys Arg Trp He Tyr Asp Thr Ser Lys Leu Pro Ser Gly Val Pro 

45 50 55 

Ala Arg Phe Ser Gly Ser Gly Ser Gly Thr Ser Tyr Ser Leu Thr He 

60 65 70 

Ser Ser Met Glu Ala Glu Asp Ala Ala Thr Tyr Tyr Cys Gin Gin Trp 

75 80 85 90 

Ser Ser Asn Pro Pro Thr Phe Gly Ala Gly Thr Lys Leu Glu Leu Lys 

95 100 105 106 



<210> 88 
<211> 136 
<212> PRT 
<213> Mus musculus 



<220> 
<223> 



<400> 88 

Met Gly Phe Ser Arg He Phe Leu Phe Leu Leu Ser Val Thr Thr Gly 
-19 -15 -10 -5 
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Val His Ser Gin Ala Phe Leu Gin Gin Ser Gly Ala Glu Leu Val Arg 

-11 5 10 

Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

15 20 25 

lie Asn Tyr Asn Met His Trp Val Lys Gin Thr Pro Arg Gin Gly Leu 
30 35 40 45 

Glu Trp He Gly Ala He Phe Pro Gly Asn Gly Phe Thr Ser Tyr Asn 

50 55 60 

Gin Lys Phe Lys Gly Lys Ala Thr Leu Thr Val Asp Lys Ser Ser Ser 

65 70 75 

Thr Val Tyr Met Gin Leu Arg Ser Leu Thr Ser Glu Asp Ser Ala Val 

80 85 90 

Tyr Phe Cys Ala Arg Asp Gly Asp Tyr Tyr Phe Asp Tyr Trp Gly Gin 

95 100 105 

Gly Thr Thr Leu Thr Val Ser Ser 
110 115 117 

<210> 89 

<211> 126 

<212> PRT 

<2 1 3 > Mus musculus 

<220> 
<223> 

<400> 89 

Met Asp Phe Gin Val Gin He Phe Ser Phe Leu Leu He Ser Ala Ser 
-22 -20 -15 -10 

Val He Met Ser Arg Gly Gin He Val Leu Thr Gin Ser Pro Ala He 
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-5 -11 5 10 

Met Ser Ala Ser Leu Gly Glu Glu lie Thr Leu Thr Cys Ser Ala Ser 

15 20 25 

Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Ser Gly Thr Ser 

30 35 40 

Pro Lys Leu Leu He Tyr Arg Thr Ser Asn Leu Ala Ser Gly Val Pro 

45 50 55 

Phe Arg Phe Ser Gly Ser Gly Ser Gly Thr Phe Tyr Ser Leu Thr He 

60 65 70 

Ser Ser Val Glu Ala Glu Asp Ala Ala Asp Tyr Tyr Cys His Gin Trp 
75 80 85 90 

Ser Met Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 

95 100 104 



<210> 90 

<211> 140 

<212> PRT 

<2 1 3> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Humanized antibody 
<400> 90 

Met Glu Trp Asn Trp Val Val Leu Phe Leu Leu Ser Leu Thr Ala Gly 
-19 -15 -10 -5 

Val Tyr Ala Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Lys Lys 

-11 5 10 

Pro Gly Ala Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe 
15 20 25 
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Ser Ser Asn Tyr He Ser Trp Val Arg Gin Ala Pro Gly Gin Gly Leu 

30 35 40 45 

Glu Trp Met Gly Trp He Tyr Ala Gly Thr Gly Asp Ala Ser Tyr Asn 

50 55 60 

CAG AAG TTC ACA GCC AGA GTC ACC ATT ACC GTC GAC ACA TCC ACG AGC 288 

Gin Lys Phe Thr Ala Arg Val Thr He Thr Val Asp Thr Ser Thr Ser 

65 70 75 

ACA GCC TAC ATG GAG CTG AGC AGC CTG AGA TCT GAG GAC ACG GCC GTG 336 

Thr Ala Tyr Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val 

80 85 90 

Tyr Tyr Cys Ala Arg His Gly Gly Asp Gly Tyr Trp Phe Ala Tyr Trp 

95 100 105 

Gly Gin Gly Thr Leu Val Thr Val Ser Ser 

110 115 119 

<210> 91 
<211> 136 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Humanized antibody 
<400> 91 

Met Gly Phe Ser Arg He Phe Leu Phe Leu Leu Ser Val Thr Thr Gly 
-19 -15 -10 -5 

Val His Ser Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Lys Lys 

-11 5 10 

Pro Gly Ala Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe 
15 20 25 
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lie Asn Tyr Asn Met His Trp Val Arg Gin Ala Pro Gly Gin Gly Leu 
30 35 40 45 

Glu Trp Met Gly Ala He Phe Pro Gly Asn Gly Phe Thr Ser Tyr Asn 

50 55 60 

Gin Lys Phe Lys Gly Arg Val Thr He Thr Val Asp Lys Ser Thr Ser 

65 70 75 

Thr Ala Tyr Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val 

80 85 90 

Tyr Tyr Cys Ala Arg Asp Gly Asp Tyr Tyr Phe Asp Tyr Trp Gly Gin 

95 100 105 

Gly Thr Leu Val Thr Val Ser Ser 
110 115 117 



<210> 92 
<211> 128 
<212> PRT 

<2 1 3 > Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Humanized antibody 



<400> 92 
Met Asp Phe Gin 
-22 -20 
Val He He Ser 
-5 

Leu Ser Ala Ser 

Ser Ser Val Ser 

30 

Pro Lys Leu Leu 

45 



Val Gin He Phe 

-15 

Arg Gly Asp He 

-1 1 
Val Gly Asp Arg 
15 

Tyr Met His Trp 

He Tyr Asp Thr 

50 



Ser Phe Leu Leu 

Gin Met Thr Gin 

5 

Val Thr He Thr 
20 

Tyr Gin Gin Lys 
35 

Ser Lys Leu Pro 



He Ser Ala Ser 
-10 

Ser Pro Ser Ser 

10 

Cys Ser Ala Ser 

25 

Pro Gly Lys Ala 
40 

Ser Gly Val Pro 
55 
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Ser Arg Phe Ser 
60 

Ser Ser Leu Gin 
75 

Ser Ser Asn Pro 



Gly Ser Gly Ser 

65 

Pro Glu Asp Phe 
80 

Pro Thr Phe Gly 
95 



Gly Thr Asp Phe 

70 

Ala Thr Tyr Tyr 

85 

Gin Gly Thr Lys 
100 



Thr Leu Thr He 

Cys Gin Gin Trp 

90 

Val Glu He Lys 
105 106 



<210> 93 
<211> 126 
<212> PRT 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Humanized antibody 



<400> 93 

Met Asp Phe Gin Val Gin He Phe Ser Phe Leu Leu He Ser Ala Ser 
-22 -20 -15 -10 

Val He Met Ser Arg Gly Asp He Val Met Thr Gin Ser Pro Asp Ser 
-5 -11 5 10 

Leu Ala Val Ser Leu Gly Glu Arg Ala Thr He Asn Cys Ser Ala Ser 

15 20 25 

Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Pro Gly Gin Pro 

30 35 ' 40 

Pro Lys Leu Leu He Tyr Arg Thr Ser Asn Leu Ala Ser Gly Val Pro 

45 50 55 

Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr He 

60 65 70 

Ser Ser Leu Gin Ala Glu Asp Val Ala Val Tyr Tyr Cys His Gin Trp 
75 80 85 90 

Ser Met Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 

95 100 104 

<210> 94 
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<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: Humanized antibody 
<400> 94 

Met Asp Phe Gin Val Gin lie Phe Ser Phe Leu Leu He Ser Ala Ser 
-22 -20 -15 -10 

Val He He Ser Arg Gly Asp He Gin Met Thr Gin Ser Pro Ser Ser 
-5 -11 5 10 

Leu Ser Ala Ser Val Gly Asp Arg Val Thr He Thr Cys Ser Ala Ser 

15 20 25 

Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Pro Gly Lys Ala 

30 35 40 

Pro Lys Leu Leu He Tyr Arg Thr Ser Asn Leu Ala Ser Gly Val Pro 

45 50 55 

Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr He 

60 65 70 

Ser Ser Leu Gin Pro Glu Asp Phe Ala Thr Tyr Tyr Cys His Gin Trp 

75 80 85 90 

Ser Met Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 

95 100 104 

<210> 95 
<211> 136 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Humanized antibody 
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<400> 95 

Met Gly Phe Ser 
-19 

Val His Ser Gin 

-1 1 
Pro Gly Ala Ser 
15 

lie Asn Tyr Asn 
30 

Glu Trp Met Gly 

Gin Lys Phe Lys 

65 

Thr Ala Tyr Met 

80 

Tyr Phe Cys Ala 
95 

Gly Thr Leu Val 
110 



Arg He Phe Leu 
-15 

Val Gin Leu Val 

5 

Val Lys Val Ser 
20 

Met His Trp Val 
35 

Ala lie Phe Pro 
50 

Gly Arg Val Thr 

Gin Leu Arg Ser 

85 

Arg Asp Gly Asp 
100 

Thr Val Ser Ser 
115 117 



Phe Leu Leu Ser 
-10 

Gin Ser Gly Ala 

Cys Lys Ala Ser 

25 

Arg Gin Ala Pro 
40 

Gly Asn Gly Phe 
55 

He Thr Val Asp 
70 

Leu Arg Ser Glu 

Tyr Tyr Phe Asp 

105 



Val Thr Thr Gly 

-5 

Glu Val Lys Lys 
10 

Gly Tyr Thr Phe 

Gly Gin Gly Leu 

45 

Thr Ser Tyr Asn 

60 

Lys Ser Thr Ser 
75 

Asp Thr Ala Val 
90 

Tyr Trp Gly Gin 



<210> 96 
<211> 126 
<212> PRT 

<2 1 3 > Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Humanized antibody 



<400> 96 

Met Asp Phe Gin Val 
-22 -20 
Val He He Ser Arg 
-5 

Leu Ser Ala Ser Val 

15 



Gin He Phe Ser Phe Leu 
-15 

Gly Asp He Gin Met Thr 
-1 1 5 
Gly Glu Glu Val Thr He 

20 
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Leu He Ser Ala Ser 
-10 

Gin Ser Pro Ser Ser 

10 

Thr Cys Ser Ala Ser 

25 
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Ser Ser Val Ser Tyr 

30 

Pro Lys Leu Leu He 

45 

Ser Arg Phe Ser Gly 
60 

Ser Ser Leu Gin Pro 
75 

Ser Met Tyr Thr Phe 

95 



Met His Trp Tyr Gin Gin 

35 

Tyr Arg Thr Ser Asn Leu 
50 

Ser Gly Ser Gly Thr Phe 
65 

Glu Asp Phe Ala Thr Tyr 
80 85 
Gly Gin Gly Thr Lys Val 

100 



Lys Pro Gly Lys Ala 
40 

Ala Ser Gly Val Pro 
55 

Tyr Thr Leu Thr He 
70 

Tyr Cys His Gin Trp 

90 

Glu He Lys 
104 
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